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ON  THE  CULTIVATION  OF  TRYPANOSOMA  BRUCEI.* 

Frederick  G.  Novy,  Sc.D.,  M.D., 

Professor  of  Bacterioloffy, 

AND 

Ward  J.  McNeal,  A.B., 
Fellow  of  the  Rockefeller  Institute  for  Medical  Research. 

{From  the  Hygienic  Laboratory ^  Univemty  of  Michigan,  Ann  Arbor ^  Mich.) 

In  our  paper  on  the  cultivation  of  Trypanosoma  lewisV  we 
showed  that  this  parasitic  protozoan  could  be  readily  cultivated 
oul;8ide  of  the  living  body.  At  that  time  we  expressed  the  belief 
that  the  same  method  would  in  all  probability  be  applicable  to 
other  trypanosomes.  This  view  has  been  confirmed  apparently 
by  Rabinowitsch  and  Kempner,'*  who,  in  a  footnote,  briefly  state 
that  the  method  is  suitable  for  the  cultivation  of  the  trypanosome 
of  Caderas.  In  a  recent  preliminary  note'  a  brief  summary  was 
given  of  our  work  on  Trypanosoma  briicei,  and  the  purpose  of  this 
paper  is  to  present  the  details  of  that  investigation. 

Our  knowledge  of  this  interesting  parasite  dates  back  only  to 
1895,  in  which  year  Bruce  published  a  preliminary  report  on  the 
results  of  his  study  of  Nagana,  or  the  tsetse-fly  disease  of 
Zululand.      A  more  extended  report  was  published  by  him  in 

*  Received  for  publication  November  18, 1003. 

1  Contribution*  to  Medical  Research^  dedicated  to  Victor  Clarence  Vaughan,  Ann  .A.rbor, 
Mich.,  19U3,  George  Wahr,  p.  549. 

i  Centralbl./,  BacterioL  (Orig.)  IQtt),  W,  816.         3  J.  Am.  Med.  Aaaoc.,  November  21, 1903. 
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1897.  It  was  clearly  shown  from  these  investigations  that  the 
disease  was  due  to  a  flagellated  protozoOn  similar  to  that  pre- 
viously described  by  Evans  as  existing  in  the  Surra  of  Indie. 
This  organism  was  subsequently  designated  by  Plimmer  and 
Bradford  as  Trypanosoma  brucei.  Bruce  further  demonstrated 
that  the  disease  was  spread  by  the  bite  of  infected  tsetse  flies. 
The  trypanosomes  were  found  alive  in  the  insects'  proboscides  up 
to  forty-six  hours  after  the  flies  had  sucked  infected  blood. 
Motile  parasites  were  still  found  in  the  flies'  stomachs  after  118 
hours,  but  after  140  hours  their  stomachs  were  empty,  and  appar- 
ently dead  parasites  were  found  in  the  excreta.  When  contami- 
nated flies  were  kept  for  twelve  to  forty -eight  hours  before  they 
were  allowed  to  bite  healthy  dogs,  these  only  sickened  on  the 
thirty-second  to  thirty-eighth  day,  instead  of  after  two  weeks,  as  is 
usually  the  case.  Nagana  blood  when  removed  aseptically  pro- 
duced the  disease  when  kept  for  four  days,  but  not  after  seven 
days.  The  blood  when  dried  on  threads  produced  infection  after 
twenty-four  hours  in  only  one  of  three  animals. 

Kanthack,  Durham,  and  Blandford  in  1898  published  the 
results  of  their  studies  on  the  trypanosome  of  Nagana.  The 
material  for  this  study  was  obtained  from  the  blood  of  an  infected 
dog  brought  to  England  from  Zululand  in  189B.  We  may  say 
in  passing  that  all  of  the  subsequent  investigations  made  in 
Europe,  except  that  of  Martini,  were  made  with  trypanosomes 
derived  from  this  source.  The  observers  mentioned  found  that 
in  drawn  blood,  or  in  serous  fluids,  the  hematozoa  soon  became 
motionless.  This  may  occur  rapidly,  for  instance  in  twenty  min- 
utes, but  generally  some  motile  s|)ecimens  may  be  found  after  two 
to  three  days ;  sometimes,  indeed,  after  as  long  as  five  or  six  days. 
Within  a  cadaver  the  blood  and  organs  became  non-infective  in 
about  twenty-four  hours.  They  made  numerous  attempts  at  culti- 
vation in  normal  blood,  but  while  they  observed  the  formation  of 
tangles  or  agglutination  masses,  and,  eventually,  degeneration 
forms  represented  by  masses  of  spherules,  they  failed  to  obtain 
any  evidence  of  multiplication. 

Plimmer  and  Bradford,  in  1899,  likewise  noted  the  rapid  dis- 
appearance of  the  trypanosomes  from  the  blood  after  death,  and 
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in  a  measure  ascribed  this  to  the  rapid  onset  of  decomposition. 
While  the  blood  in  the  dead  body  may  lose  its  infectivity  in  a  few 
hours  after  death,  they  found  that  a  large  quantity  of  blood 
(200  C.C.)  kept  in  a  sterile  flask,  in  an  atmosphere  of  oxygen,  was 
infectious  for  at  least  three  days.  Under  the  cover-glass,  desicca- 
tion being  prevented  by  means  of  a  paraffin  ring,  they  were  able 
to  observe  motile  trypanosomes  for  six  days  after  removal  from 
the  body.  They  found  that  an  addition  to  the  blood  of  one-tenth 
its  volume  of  a  5  per  cent,  solution  of  sodium  citrate  served  to 
prolong  the  vitality  of  the  trypanosomes. 

In  their  admirable  study  of  the  Nagana  trypanosome,  Laveran 
and  Mesnil  (1902)  showed  that  a  similar  result  is  attained  when 
the  trypanosome  blood  is  diluted  with  serum.  In  a  mixture  of 
equal  volumes  of  defibrinated  Nagana  rat  blood  and  horse  serum 
the  organisms  were  motile  for  three  days,  whereas  they  had  dis- 
appeared from  the  undiluted  blood  in  that  time.  They  also 
noticed  that  the  serum  of  refractory  animals,  such  as  birds  and 
man,  was  as  serviceable  as  that  from  susceptible  animals. 
#  On  the  other  hand,  human  serum,  unlike  all  other  sera,  was 
found  to  exert  a  specific  action  upon  the  trypanosomes  of  Nagana 
in  infected  mice  and  rats.  The  subcutaneous  injection  of  J  to 
1  c.c.  of  the  human  serum  into  these  animals,  at  the  time  when 
the  trypanosomes  are  just  beginning  to  appear  in  the  blood,  causes 
the  parasites  to  disappear  in  from  twenty -four  to  thirty -six  hours. 
The  blood  then  remains  free  from  the  organisms  for  four  to  eight 
days,  exceptionally  for  twelve,  eighteen,  or  nineteen  days,  after 
which  they  reappear.  On  subsequent  injection  of  serum  they 
again  disappear  for  a  short  time.  In  this  way  the  life  of  the  ani- 
mal may  be  prolonged,  as  with  injections  of  arsenite  of  soda,  but 
eventually  death  results.  In  four  instances,  however,  one  or  two 
injections  of  the  serum  in  mice  were  followed  by  recovery.  More 
recently  (July,  1903)  Laveran  showed  that  human  serum  exerts  a 
similar  action  upon  the  trypanosomes  of  Caderas  and  Surra. 

Laveran  and  Mesnil  studied  the  action  of  heat  and  cold  upon 
the  Nagana  trypanosomes,  and  their  results  may  be  briefly  sum- 
marized. Nagana  blood  which  has  been  heated  for  three  hours 
at  40°  infects  mice,  but  the  period  of  incubation  (five  to  six  days) 
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is  a  trifle  longer  than  that  observed  when  unheated  blood  is  used. 
When  the  blood  was  heated  for  one  hour  and  twenty  minutes  at 
42°,  the  period  of  incubation  was  prolonged  to  eight  days;  that 
which  had  been  heated  at  44.5°  was  no  longer  infective.  From 
this  it  is  evident  that  a  temperature  of  40-42°  kills  the  trypano- 
somes  slowly,  while  that  of  45°  is  rapidly  fatal. 

The  statement  was  made  in  our  first  paper  that  Laveran  and 
Mesnil  found  the  trypanosomes  alive  after  an  exposure  of  one-half 
to  two  hours  at  —  50  to  —  55°.  The  blood  in  question  was 
first  exposed  for  half  an  hour  to  —  15°,  and  then  for  five  min- 
utes to  —  50  to  —  55°,  after  which,  on  allowing  it  to  thaw  out  for 
two  hours,  the  trypanosomes  were  found  to  be  motile  and 
infectious.  From  a  private  communication  of  Dr.  Mesnil  we 
learn  that  he  has  found  the  Nagana  and  Caderas  trypanosomes  to 
resist  the  temperature  of  liquid  air  (—  191°)  for  a  quarter  of  an 
hour. 

Like  the  previous  observers,  Laveran  and  Mesnil  found  that 
l^agana  blood  when  left  in  vitro  may  lose  its  virulence  in  forty- 
eight,  or  even  in  twenty -four  hours.  When  mixed  with  physio-* 
logical  salt  solution  the  trypanosome  may  be  alive  for  three  days, 
but  the  result  is  not  constant.  Even  when  the  blood  is  kept  in 
the  ice-box  at  +  5  to  7°  C,  the  virulence  is  lost  in  from  three  to 
five  days,  the  same  as  when  kept  at  the  room  temperature.  It  is 
worthy  of  note  that  they  found  such  non-virulent  blood  to  con- 
tain, at  times,  slightly  motile  trypanosomes.  We  will  have 
occasion  to  show  that  living  cultures  of  Trypanosoma  brucei  may 
be  wholly  non-virulent. 

From  the  foregoing  summary  it  will  be  noted  that  no  one  has 
been  able  to  keep  the  Trypanosoma  brucei  alive  for  more  than 
six  days,  and  at  no  time  has  any  evidence  of  multiplication  in  vitro 
been  observed.  Moreover,  the  virulence  of  the  blood  rapidly 
dinappears,  and  only  exceptionally  is  found  to  persist  up  to  the 
fourth  day. 

The  immediate  purpose  of  our  investigation  was  to  demonstrate 
that  the  Nagana  trypanosome,  notwithstanding  its  apparently 
obligative  parasitic  character,  could  be  cultivated  in  vitro  as  in 
the  case  of   the  rat  trypanosome.     We   were  able  to  undertake 
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this  work  through  the  kindness  of  Dr.  H.  Wolferstan  Thomas, 
late  Fellow  at  McGrill  Medical  College  and  now  of  the  Liverpool 
School  of  Tropical  Medicine,  who  with  extreme  cordiality 
supplied  us  with  the  infected  blood.  It  gives  us  very  great 
pleasure  to  thus  acknowledge  his  valuable  help,  without  which  it 
would  not  have  been  possible  to  arrive  at  our  results  as  early  as 
we  have.  Our  Nagana  material  is  derived  from  that  brought  to 
England  by  Dr.  Waghom  in  1896,  and  is  therefore  the  same  as 
that  employed  by  the  English  and  French  investigators. 

The  methods  which  we  have  employed  in  this  work  are  essen- 
tially the  same  as  those  described  in  our  first  paper,  and  for  that 
reason  need  no  detailed  consideration  at  the  present  time.  It 
may  be  stated  that  the  sealing  of  culture  tubes  and  flasks  has 
been  eflfected  by  means  of  thick  rubber  caps,  which  are  more 
convenient  than  the  sealing  wax  heretofore  employed. 

The  culture  medium  usually  employed  in  our  work  was 
ordinary  nutrient  agar  containing  variable  amounts  of  defibri- 
nated  or  laked  rabbit  blood.  This  med^ium  by  no  means  con- 
stitutes a  perfect  soil  for  the  growth  of  Trypanosoma  brucei,  as 
will  presently  be  seen,  for  the  simple  reason  that  we  do  not 
understand  as  yet  the  exact  conditions  which  must  be  supplied  in 
order  to  secure  multiplication.  A  study  of  these  factors  is  at 
present  engaging  our  attention.  Flask  cultures  are  more  suc- 
cessful than  those  in  tubes,  partly  because  of  the  thin  layer  of 
fluid,  and  partly  because  of  the  abundant  supply  of  oxygen.  The 
flasks  were  inoculated  by  means  of  capillary  pipettes;  the  tubes 
usually  with  a  platinum  wire  with  2  mm.  loop. 

The  fact  that  this  organism  may  appear  in  the  blood  of  an 
animal  in  enormous  numbers,  and,  within  a  few  hours  after  death, 
may  disappear  entirely  indicates  an  extreme  sensitiveness  to  some 
as  yet  unknown  substance  which,  presumably,  forms  in  the  blood 
as  a  result  of  post-mortem  change.  The  living  blood  may  be 
considered  as  a  physiologically  balanced  salt  solution  with  refer- 
ence to  the  sensitive  trypanosome.  Upon  the  death  of  the  blood 
this  equilibrium  is  destroyed  as  a  result  of  the  cleavage  changes 
which  take  place.  The  toxic  action  of  the  salts  or  ions  thus 
formed   must   be   neutralized   before   the  trypanosomes   can    be 
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made  to  grow.  The  decrease  in  the  oxygen  contents  of  the  blood 
in  the  cadaver  undoubtedly  constitutes  an  additional  factor  in 
the  destruction  of  trypanosomes. 

It  may  be  assumed  that  the  blood  remaining  in  the  cadaver 
acquires  a  greater  amount  of  the  toxic  compounds  from  the 
surrounding  tissues  than  is  the  case  when  the  blood  is  at  once 
transferred  to  a  tube.  This,  together  with  the  fact  that  the 
oxygen  contents  are  decreased,  explains  the  more  rapid  death  of 
the  trypanosomes  in  the  cadaver  as  compared  with  the  test-tube. 
We  have  had  no  difficulty  in  keeping  defibrinated  Nagana  rat 
blood  in  the  test-tube,  in  the  presence  of  oxygen  for  seven  days. 

The  rat  trypanosome  is  far  less  sensitive  to  the  post-mortem 
alterations  in  the  blood,  and,  for  that  reason,  it  may  be  kept  alive 
in  defibrinated  blood  for  weeks  and  even  for  months,  and,  more- 
over, as  will  be  seen,  it  will  grow  well  on  our  culture  medium 
when  the  Nagana  parasite  fails  entirely. 

The  result  of  our  fifst  experiment,  while  not  exactly  success- 
ful, served  to  assure  us  that  cultivation  was  possible.  The  blood 
of  a  white  mouse,  extremely  rich  in  trypanosomes,  was  planted  on 
a  medium  consisting  of  equal  parts  of  defibrinated  rabbit  blood 
and  ordinary  agar.  Examinations,  made  from  day  to  day, 
showed  that  the  organisms  originally  planted  gradually  decreased, 
till  on  the  eighteenth  day  only  one  tube  was  found  to  contain  a 
few  motile  trypanosomes.  On  this  day  the  liquid  contents  of  the 
tube  were  injected  into  a  white  rat,  but  no  infection  followed, 
showing  that  the  organisms  had  become  too  enfeebled.  More- 
over, transplants  made  to  fresh  media  failed  to  develop.  The 
trypanosomes  in  the  original  tube  showed  more  or  less  marked 
morphological  alteration,  appearing  as  spherical  or  kite-shaped 
forms,  or  as  masses  of  small,  round,  granular  bodies  representing 
the  debris  of  agglutination  clumps  or  tangles,  and  only  occa- 
sionally were  typical  organisms  met  with. 

The  significant  feature  of  this  experiment  was  the  fact  that 
the  trypanosomes  were  kept  alive  for  eighteen  days,  or  three 
times  longer  than  had  been  observed  by  others. 

Notwithstanding  numerous  modifications  of  our  technic,  all  our 
attempts  to  obtain   cultures   from  the  first  twenty-five  animala 
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failed.  In  the  inoculated  tubes  the  trypanosomes  would  usually 
die  out  on  about  the  fifth  to  the  seventh  day ;  exceptionally  they 
were  found  to  be  still  alive  on  the  ninth,  tenth,  eleventh,  four- 
teenth and  eighteenth  day.  The  trypanosomes  which  were 
placed  in  the  incubator  usually  died  out  in  two  or  three  days. 

The  culture  media  were  constantly  checked  by  inoculating 
control  tubes  with  Trypanosoma  leivisi,  which  invariably  gave  an 
abundant  growth.  Clearly,  the  Nagana  trypanosome  required 
other  conditions  than  did  the  rat  parasite.  This  fact  was  brought 
out  early,  and  in  a  most  unexpected  manner,  as  will  be  seen  from 
the  following: 

Owing  to  a  scarcity  of  new  white  rats,  it  became  necessary  to 
inoculate  a  rat  which  had  previously  been  injected  with  Tr.  lewisi 
but  had  entirely  recovered.  At  least,  repeated  examinations  of 
the  blood  failed  to  show  any  parasites.  Four  days  after  the 
inoculation  with  Nagana  the  rat  died  and  the  cadaver  was  placed 
on  ice  over  night.  In  the  morning,  the  blood,  which  showed 
about  one  organism  in  each  field  of  the  microscope,  was  planted 
into  several  tubes  of  blood  agar. 

In  the  course  of  a  week  excellent  growths  of  a  trypanosome 
were  obtained,  and  at  first  it  seemed  as  if  the  cultivation  of 
Trypanosoma  brucei  was  realized.  In  appearance  the  organisms 
corresponded  exactly  with  the  forms  observed  in  cultures  of 
Trypanosoma  lewisi.  This  fact,  together  with  the  uniform  failure 
at  that  time  to  duplicate  this  result  from  other  Nagana  animals, 
and  the  unsuccessful  inoculation  of  mice  and  guinea  pigs,  soon 
convinced  us  that  the  culture  obtained  was  one  of  Tr.  lewisi  and 
not  of  Tr.  brucei. 

This  experiment  was  repeated  with  like  result.  A  wild  rat 
infected  with  Tr.  lewisi  was  inoculated  with  Nagana.  Both  para- 
sites appeared  in  the  blood  and  could  easily  be  recognized  during 
life.  After  death  the  blood  was  transferred  to  culture  tubes,  and, 
as  in  the  previous  case,  in  the  course  of  a  week  or  two  abundant 
growths  of  Tr.  lewisi  were  obtained,  but  no  sign  of  the  Nagana 
parasite  could  be  detected. 

Apart  from  the  diflFerences  in  the  morphological  characteristics 
of  the  pure  cultures  of  the  two  trypanosomes,  which,  as  will  be 
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presently  pointed  out,  are  quite  considerable,  we  have  in  the  fact 
just  given  a  ready  means  of  diflferentiating  the  two  organisms.  A 
somewhat  similar  procedure  was  suggested  by  Koch,*  who  found 
that  when  the  rat  blood  which  contained' the  two  trypanosomes 
was  injected  into  a  dog  the  latter  died  of  Surra  (Nagana?).  It  is 
evident  that  by  combining  these  two  methods  pure  cultures  of  these 
organisms  in  vitro  can  be  obtained.  Thus  the  blood  showing 
double  infection  can  be  inoculated  into  blood  agar  (1:2)  and  also 
into  a  mouse,  guinea  pig,  or  dog.  The  blood-agar  tubes  will  give 
a  pure  culture  of  TV.  lewisi  since  the  Nagana  trypanosome  will 
not  grow  on  this  medium;  while  from  the  animal,  after  death, 
the  TV.  brucei  can  be  isolated  by  inoculating  blood  agar  tubes  (2 : 1). 
From  the  second  series  of  twenty-five  Nagana  rats,  mice,  and 
guinea  pigs  we  succeeded  in  obtaining  four  positive  results. 
These  cultures  or  strains,  obtained  from  four  diflFerent  animals, 
we  will  designate  as  A,  B,  C,  and  D. 

CULTURE   A. 

Generation  L — This  was  started  on  August  27.  The  blood 
was  drawn  from  the  living  heart  of  a  white  mouse,  on  the  fifth 
day  after  inoculation,  at  which  time  it  was  literally  swarming  with 
the  parasites.  Six  tubes  of  blood  agar  (2:3)  were  inoculated  and 
set  aside  at  the  room  temperature.  As  is  usually  the  case,  the 
trypanosomes  originally  planted  gradually  decreased  in  number. 
Involution  forms,  by  which  are  meant  spherical  or  kite-shaped 
individuals,  motile  or  dead,  as  well  as  masses  of  small  round 
bodies,  the  remnants  of  degenerated  trypanosomes,  were  present. 

On  September  12  (sixteenth  day),  in  only  one  tube  out  of  the 
six,  a  few  motile,  typical  cells  were  to  be  found,  and  that  in  a 
whole  cover-glass  preparation.  Four  days  later  several  small 
masses  composed  of  eight  or  ten  actively  motile  cells  were  met 
with.  The  appearance  and  motion  of  these  organisms  were  such 
as  to  justify  the  belief  that  they  were  not  mere  survivals  of  the 
original  trypanosomes  planted,  but  rather  new  individuals  devel- 
oped from  these  by  multiplication.  On  September  18  (twenty- 
second  day)   there  was  no  longer  any  doubt.     The  rosettes  or 

*  Reiteberichte,  1898,  71. 
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colonies  of  actively  motile  trypanosomes  had  markedly  increased  in 
number  and  in  size.  The  individual  cells  were  vigorously  active, 
and,  in  this  respect,  wholly  unlike  the  slowly  dying  forms  hereto- 
fore observed.  The  trypanosomes  remained  alive  in  this  tube 
until  after  October  10,  that  is  to  say,  for  at  least  forty-four  days. 

Of  the  five  tubes  which  were  negative  on  September  12  one 
gave  evidence  of  growth  on  the  16th.  From  that  time  the  number 
of  trypanosomes  increased  for  about  ten  days,  after  which  they 
began  to  die  out,  though  some  living  cells  were  still  present  on 
the  forty-fourth  day. 

Generation  II, — This  was  made  on  September  18  from  the 
first  tube  of  the  preceding  generation.  In  order  to  insure  suffi- 
cient inoculation  the  transplantation  was  made  by  means  of  a 
capillary  tube  pipette.  Three  of  the  six  tubes  of  blood  agar  thus 
inoculated  were  kept  at  room  temperature,  and  the  other  three 
were  placed  at  25°.  Of  the  latter  set  one  tube  (1:1)  showed  a 
good,  rich  growth  nine  days  later.  *  Another  of  these  tubes  (3 : 1) 
on  the  same  day  showed  some  growth,  but  this  was  not  as  abun- 
dant as  in  the  former  probably  on  account  of  the  large  amount  of 
water  of  condensation.  Two  tubes  of  the  room  set  showed  a  good 
growth  on  October  8  (twenty  days.) 

Generation  III. — This  was  made  on  September  28  from  the 
rich  25 '^  culture  of  the  preceding  generation.  In  this  and  subse- 
quent inoculations  the  ordinary  platinum  loop  was  used.  The 
blood  agar  employed  was  1:1,  and  2:1.  Four  tubes  of  each  kind 
were  inoculated.  A  set  of  two  tubes,  one  of  each  kind,  was  set 
Aside  at  room  temperature.  A  like  set  was  placed  at  34°,  and  the 
remainder  at  25°.  Every  one  of  these  tubes  gave  a  good  growth. 
The  34°  cultures  developed  rapidly,  but  died  out  shortly  after  the 
seventh  day.  One  of  the  25°  cultures  was  alive  on  the  twenty- 
fifth  day,  while  one  of  the  room  cultures  showed  a  few  motile 
masses  on  the  twenty-ninth  day. 

Generation  Ilia. — This  was  inoculated  on  October  8  from  one 
of  the  room  cultures  of  Generation  II.  When  examined  on  Octo- 
ber 23,  and  again  on  October  27,  many  active  single  trypano- 
somes, as  well  as  motile  masses,  were  found.  This  material  was 
injected  on  October  28  into  four  white  mice  (see  Table  I). 
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Oeneration  IV. — This  was  made  on  October  2  from  one  of  the 
34°  cultures  mentioned  above.  The  culture  tube  (2  : 1)  was  devel- 
oped for  nine  days  at  34°,  and  gave  a  very  rich  growth  which 
persisted  for  thirteen  days.  A  portion  of  this  culture  was  injected 
on  October  11,  intraperitoneally,  into  a  white  mouse,  with  wholly 
negative  result. 

Generation  IV a. — ^This  was  made  on  October  5  from  one  of 
the  25°  cultures  (1 :1)  of  Generation  III.  Three  tubes,  1 :2,  1 :1, 
and  2:1,  were  inoculated.  These  were  developed  at  25°  for  nine 
days,  at  which  time  the  growth  was  abundant  in  the  last  two 
tubes. 

A  flask,  10  cm.  in  diameter,  containing  blood  agar  (2 : 1),  was 
inoculated  on  October  6  and  developed  at  25°.  It  gave  a  very 
good  growth.  The  contents  of  this  flask  were  injected  on  October 
14  into  five  white  mice.  The  result  of  this  injection  will  be 
referred  to  later.  Another  flask  culture  (IV6),  inoculated  on 
October  15  and  kept  at  25°,  gave  a  good  growth  and  was  used  on 
October  25  to  inoculate  flask  culture  V6.  On  November  6  a  por- 
tion of  the  fluid  was  injected  into  two  white  rats  (Nos.  9  and  10). 

This  same  flask  culture  (IV6)  served  also  on  October  29  for 
starting  another  flask  culture  (Vc). 

A  third  flask  of  blood  agar  (3  : 2)  was  inoculated  on  October  15 
from  a  25°  culture  (1 :1)  of  Generation  III.  On  October  28  it 
showed  a  very  fair  growth. 

Geyieration  V. — This  was  made  on  October  11  from  a  34° 
culture  of  Generation  IV.  The  blood  agar  employed  was  1:2  and 
2:1,  and  the  tubes  after  inoculation  were  kept  at  room  tempera- 
ture. Nine  days  later  the  first  of  these  tubes  showed  many 
degenerations  and  only  a  few  motile  forms.  The  2:1  blood  agar 
showed  no  growth  even  on  October  27.  The  failure  to  obtain  a 
growth  in  this  case  may  be  due  to  the  large  amount  of  water  of 
condensation  present,  or,  what  is  more  likely,  the  34°  culture  from 
which  the  transplantation  was  made  was  in  a  too  enfeebled  condi- 
tion, as  indicated  by  its  failure  to  infect  a  mouse. 

Getwration  Va. — This  was  a  flask  culture  (3:2)  and  was  made 
on  October  15  from  the  flask  culture  of  October  6  mentioned 
under  Generation  IVa.     The  flask  was  kept  at  25°  for  six  days. 
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at  which  time  it  was  very  rich  in  trypanosomes.  After  remov- 
ing a  portion  of  the  fluid  for  injection  into  a  rat  and  a  mouse 
(see  Table  II),  the  flask  was  placed  at  34°  for  five  days.  On 
October  26  it  showed  no  motile  forms,  and  only  masses  of  round 
bodies  were  present.  The  higher  temperature  in  this  case  clearly 
destroyed  the  culture.  This  material  was  then  injected  into  two 
white  rats  (Table  III).  Generation  V6  was  started  on  October  25 
from  one  of  the  flask  cultures  of  Generation  IV.  The  medium 
(1:1)  was  contained  in  a  flask,  10  cm.  in  diameter.  For  inocu- 
lation of  animals  with  the  culture  see  Table  III. 

Generation  Vc  was  also  made  as  a  flask  culture  (1:1)  on 
October  29  from  Generation  IV6. 

Getieration  VI. — A  flask  containing  blood  agar  (1:1)  was 
inoculated  on  October  23  from  Generation  Va,  developed  six  days 
at  25°,  and  two  days  at  34°,  and  was  set  aside  at  25°.  Six  days  later 
trypanosomes  were  found,  though  in  small  number.  On  Novem- 
ber 10  the  culture  was  very  rich.  The  slowness  with  which  the 
growth  came  on  is  due  probably  to  the  exposure  at  34°. 

Oeiieration  Via. — A  flask  culture  (3:2)  was  made  on  Novem- 
ber 12  from  Generation  Vc.  When  left  at  25°  for  four  days  it 
showed  a  fair  growth;  on 'the  eleventh  day  it  was  very  rich. 

Oeneration  VII, — A  flask  containing  blood  agar  (1:1)  was 
inoculated  on  November  10  from  the  preceding  and  placed  at  25°. 
Actively  growing  trypanosomes  were  noted  on  November  16. 

Generation  Vila. — A  flask  culture  (3 : 2)  was  made  November 
16  from  Generation  Via.  In  seven  days  at  25°  it  was  quite  rich 
in  actively  motile  trypanosomes  and  was  used  to  start  Generation 
Villa. 

Oeneration  VIII. — Three  flask  cultures  were  made  on  Novem- 
ber 17  from  Generation  VII  and  set  aside  at  25°  for  six  days,  at 
which  time  a  most  excellent  growth  of  trypanosomes  was  obtained. 
The  flasks,  however,  developed  mould  contamination. 

Generation  Villa. — Two  blood  agar  flasks  were  inoculated  on 
November  23  from  Generation  Vila.  On  December  4  both 
flasks  showed  a  very  rich  growth  and  served  to  start  Generation 
IX.  On  December  5  another  set  of  blood  flasks  was  inoculated 
giving  Generation  IXa. 
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CULTUBE  B. 

Generation  I. — The  blood  of  a  white  mouse,  rich  in  trypano- 
somes,  was  drawn  from  the  heart  immediately  after  death  and 
transferred  to  two  blood  agar  tubes  (1:1),  which  were  then  set 
aside  at  room  temperature  (September  7).  Again,  as  in  the  first 
generation  of  Culture  A,  the  original  trypanosomes  gradually 
disappeared  so  that  on  the  ninth  day  only  one  individual  could  be 
detected  under  a  whole  cover  glass.  On  September  29  (twenty- 
second  day)  many  active  rosettes  were  found  and  persisted  up  to 
October  8  (thirty-one  days).  Only  one  of  the  two  tubes  inocu- 
lated gave  a  growth. 

A  second  generation  made  on  September  29  showed  a  fairly 
rich  growth  on  October  27.  A  third  generation  made  on  October 
29  showed  no  organisms  on  November  6. 

CULTUBE  C. 

This  culture  is  of  interest,  as  it  was  obtained  from  a  white 
mouse  which  was  probably  dead  for  some  hours,  since  there  were 
only  about  two  trypanosomes  present  in  each  field  of  the  micro- 
scope. It  shows  that,  given  the  proper  soil,  even  a  few  trypano- 
somes can  be  induced  to  grow  on  the  artificial  medium.  The 
inoculation  was  made  on  September  10  into  two  tubes  of  blood 
agar  (2:1),  which  were  then  placed  at  room  temperature.  Here 
again  the  organisms  originally  planted  disappeared,  so  that  when 
examined  four  days  later  nothing  could  be  found.  On  September 
29,  the  nineteenth  day,  one  tube  showed  several  small  rosettes; 
on  October  8  the  growth  was  quite  rich,  and  a  few  motile  try- 
panosomes were  still  present  on  October  20  (fortieth  day). 

A  second  generation  was  made  on  September  29  on  blood  agar 
(1:1)  and  developed  at  25°.  On  October  11  it  showed  a  fairly 
rich  growth  which,  when  injected  into  a  mouse,  caused  death  in 
eight  days. 

Oeneration  I  la. — On  October  8  four  tubes  of  blood  agar  (1:3, 
1:1,  2:1,  and  3:1)  were  inoculated  and  kept  at  room  temperature. 
On  October  27  the  first  of  these  showed  no  growth,  while  the  other 
three  were  well  developed,  the  last  perhaps  being  the  best. 
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Generation  III. — A  flask  containing  blood  agar  (1:1)  was^ 
inoculated  on  October  27  and  set  aside  at  25°.  When  examined 
on  November  4  it  showed  many  actively  motile  small  rosettes. 

CULTURE  D. 

The  special  interest  which  attaches  to  this  culture  is  the 
fact  that  it  was  developed  on  a  very  weak  laked-blood  agar. 
On  ordinary  blood  agar  we  have  not  been  able  to  grow  Tr. 
brucei  when  the  amount  of  blood  was  less  than  2:3.  The  blood 
was  laked  by  adding  1  volume  of  distilled  water  to  3  of  blood 
and  keeping  the  mixture  for  several  hours  at  37°.  Equal  vol- 
umes of  the  laked  blood  and  Thalmann^s  agar  were  used  for  the 
inoculation. 

The  blood,  very  rich  in  trypanosomes  was  drawn  from  the 
heart  of  a  white  mouse  just  before  death  and  transferred  to  thir- 
teen tubes  (September  12).  Hesse's,  Thalmann's,  and  ordinary 
agar  were  used.  Some  of  these  agar  tubes  were  mixed  with  defi- 
brinated  blood,  while  others  were  mixed  with  the  laked  blood. 
Of  this  set  only  two  tubes  developed  a  growth.  One  of  these  was 
the  Thalmann  laked-blood  agar  mixture;  the  other  was  on  an 
ordinary  blood  agar  (1:1).  The  cultures  were  planted  on  Septem- 
ber 12,  and  when  examined  on  the  sixth,  and  again  on  the  seven- 
teenth day  were  wholly  negative.  On  October  8  the  laked-blood 
agar  showed  several  active  rosettes  and  contained  active  forms 
even  on  October  27  (45  days).  On  October  11,  when  twenty-nine 
days  old,  a  portion  of  the  fluid  was  injected  into  mouse  No.  4 
(see  Table  I),  but  no  infection  took  place.  On  the  same  day 
transplantations  were  made  to  three  blood  agar  tubes,  but  none  of 
these  showed  any  growth  on  November  6.  The  culture  had  evi- 
dently become  too  weak  to  grow  or  to  infect  a  mouse. 

The  foregoing  details  furnish  a  sufficient  demonstration  of  the 
fact  that  the  Trypanosoma  brucei  can  be  cultivated  outside  of  the 
living  body.  The  cultures  are,  however,  by  no  means  as  readily 
obtained  as  in  the  case  of  the  rat  trypanosome.  We  can  safely 
say  that  the  latter  organism  can  be  cultivated  every  time  from  an 
infected  animal.     This  we  have  repeatedly  done  during  the  past 
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six  months  without  any  failure.  In  every  case  the  trypanosomes 
developed  with  certainty  and  in  abundance. 

The  rat  trypanosome  finds  the  conditions  suitable  even  when 
the  amount  of  the  blood  in  the  medium  is  small.  Thus  it  will 
grow  on  blood  agar  mixtures  of  1:2,  or  1:5,  or  even  1: 10.  The 
best  conditions •  undoubtedly  obtain  with  a  2:1  blood  agar,  on 
which  the  growth  seems  to  be  more  rapid  and  more  luxuriant. 

The  Nagana  trypanosome,  on  the  other  hand,  will  only  excep- 
tionally grow  on  a  medium  which  contains  less  than  half  its  vol- 
ume of  blood.  The  best  results  seem  to  be  given  with  2:1  and 
even  3 : 1  blood  agar  mixtures.  But  even  on  these  media  the 
growth  is  by  no  means  certain.  Sometimes  only  one  or  two  tubes 
develop  out  of  a  large  number,  although  the  medium  is  apparently 
the  same  in  all  of  the  tubes.  This  diflSculty  in  causing  the  try- 
panosome to  grow  is  best  seen  in  the  fact  that  we  have  succeeded 
in  obtaining  cultures  from  only  four  of  the  first  fifty  animals  tested. 

A  noteworthy  fact  in  connection  with  the  starting  of  the  initial 
cultures  has  already  been  alluded  to.  The  original  trypanosomes 
planted  on  the  blood  8gar  die  out  almost  completely ;  so  much  so 
that  an  examination  may  fail  to  show  any  living  forms,  and  thus 
give  the  impression  that  the  culture  is  a  failure  and  lead  to  the 
discarding  of  the  tubes.  And  yet  a  few  surviving  organisms 
eventually  succeed  in  adapting  themselves  to  the  changed  condi- 
tion, and  from  these  the  culture  begins.  The  whole  phenomenon 
is  very  suggestive  of  a  survival  of  the  fittest. 

It  has  been  shown  that  the  cultures  developed  at  the  room 
tem|X3rature  persist  the  longest.  Several  of  these  cultures  con- 
tained living  forms  as  late  as  the  forty-fifth  day.  A  temperature 
of  25 "^  is  well  adapted  for  developing  the  cultures,  but  they  do 
not  last  as  long  as  those  just  mentioned.  The  trypanosomes  may 
grow  at  34:"',  but  here  again  the  cultures  die  out  still  earlier.  A 
culture  which  has  been  grown  at  room  temperature  or  at  25° 
when  transferred  to  34^  dies  out  in  a  few  days.  It  would  seem 
from  these  facts  as  if  an  injurious  substance  persisted  in  the 
medium,  and  that  its  action  was  more  marked  the  higher  the 
temperature  at  which  the  growth  took  place.  It  is  also  possible 
that  the  waste  products  of  the  organism  exert  such  an  action. 
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The  alteration  which  Tr.  briicei  undergoes  in  old  cultures  is 
brought  out  most  clearly  in  their  behavior  to  animals.  It  will 
presently  be  shown  that,  while  the  young  cultures  are  almost  as 
virulent  as  fresh  Nagana  blood,  they  become  less  and  less  virulent 
as  they  age,  and,  eventually,  though  living,  may  be  wholly  non- 
infectious. 

INFECTION    EXPEBIMENTS. 

It  has  already  been  pointed  out  that  the  virulence  of  blood 
from  Nagana  animals  rapidly  decreases,  and  that  it  disappears 
completely  within  three  or  four  days  after  the  removal  of  the 
blood  from  the  animal.  Living,  motile  trypanosomes  may,  how- 
ever, be  found  in  such  material  for  five  or  six  days.  Our  own 
experiments,  made  under  different  conditions,  show:  (1)  that  the 
original  or  surviving  trypanosomes  may  retain  their  virulence  for  a 
greater  length  of  time ;  (2)  that  virulent  and  non-virulent  cultures 
may  be  obtained;  and  (3)  that  vaccination  by  means  of  non- 
virulent  cultures  is  probable. 

When  trypanosome  blood  is  transferred  to  blood  agar  tubes,  the 
greater  number  of  the  trypanosomes  which  are  thus  carried  over 
die  out  very  rapidly,  within  two  or  three  days,  but  some  more 
hardy  individuals  survive  for  seven,  ten,  fourteen,  or  even 
eighteen  days,  without  any  apparent  multiplication  taking  place. 
These  survivals  gradually  lose  their  virulence,  so  that  eventually 
no  infection  may  follow  the  injection  of  motile  trypanosomes.  The 
similar  behavior  of  blood,  preserved  in  an  ice-box  for  three  days 
and  showing  slightly  motile  trypanosomes,  has  been  noted  by 
Laveran  and  Mesnil.  In  both  instances  the  loss  of  virulence  may 
be  ascribed,  with  good  reason,  to  the  attenuation  of  the  original 
surviving  cells.  On  the  other  hand,  it  will  be  shown  that  pure 
living  cultures  may  be  obtained  which  are  equally  non-virulent. 

Experiment  1,  The  liquid  in  a  blood  agar  tube  was  inocu- 
lated with  the  blood  of  mouse  No.  1,  and  was  kept  at  room  tem- 
perature. It  showed  a  few  motile  trypanosomes  on  the  eighteenth 
day  (July  14)  and  was  then  injected  into  the  peritoneal  cavity  of 
a  white  rat.  No  infection  followed.  On  August  3,  nineteen 
days  later,  the  animal  was  inoculated  with  virulent  Nagana  blood. 
Infection  resulted,  the  same  as  in  a  normal  individual ;  and  on  the 
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fourth  day,  when  the  parasites  were  very  numerous,  the  rat  wa» 
bled  for  the  purpose  of  another  experiment. 

Experiment  2.  The  liquid  contents  of  a  tube,  inoculated  from 
mouse  No.  16  and  kept  at  room  temperature  for  fourteen  days, 
was  injected  into  the  peritoneal  cavity. of  a  white  mouse,  and, 
although  some  motile  trypanosomes  were  present  in  the  fluid,  no 
infection  followed.  On  October  14,  forty-eight  days  later,  it  was 
reinoculated  with  Culture  A,  Generation  IVa.  The  trypanosomes 
appeared  in  the  blood  a  day  or  two  later  than  in  the  controls 
(Nos.  9  and  10,  which  see),  and  death  followed  in  eight  and  one- 
half  days ;  the  two  controls  dying  in  seven  and  seven  and  one-half 
days  respectively.  This  would  apparently  indicate  that  some 
slight  protection  was  imparted  by  the  previous  inoculation.  This 
matter  will  be  referred  to  again  under  immunity. 

Experiment  5.  The  blood  from  a  white  rat  (No.  21),  extremely 
rich  in  trypanosomes,  was  inoculated  into  blood  agar  tubes  on 
August  24.  The  contents  of  one  of  these  tubes  showed  living 
parasites  on  September  2  (ninth  day).  A  white  mouse  injected 
with  this  material  died  in  ten  days.  At  the  time  the  animal  was 
found  it  had  been  dead  evidently  for  some  hours,  since  no  trypano- 
somes could  be  detected  in  its  blood.  To  make  sure  that  it  died 
of  Nagana  another  mouse  was  inoculated  with  its  blood,  and  died 
of  the  disease  on  the  seventh  day.  Inasmuch  as  the  number  of 
living  trypanosomes  injected  into  the  latter  animal  was  probably 
less,  since  no  living  forms  could  be  recognized,  than  was  used  for 
the  first  mouse,  it  follows  that  the  long  course  of  the  disease,  ten 
days,  is  not  due  to  the  injection  of  a  few,  but  rather  to  markedly 
attenuated  parasites. 

Experiment  4,  On  September  9  the  fluid  contents  of  three 
tubes,  kept  at  room  temperature  for  two,  four,  and  eight  days 
respectively,  were  injected  into  three  white  mice.  The  tubes  had 
been  inoculated  with  blood  rich  in  trypanosomes.  Mice  Nos.  1 
and  2,  which  received  the  two-  and  four-day-old  fluids  respec- 
tively, died  on  the  fifth  day  of  Nagana.  Mouse  No.  3,  which 
received  the  eight-day  fluid,  containing  living  trypanosomes, 
developed  no  infection.  On  September  27  it  was  reinoculated, 
this  time  with  virulent  Nagana  blood,  and  died  in  four  days. 
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Experiment  5.  On  October  17  six  tubes  of  blood  agar  were 
inoculated  with  the  blood  of  a  rat,  drawn  during  life  and  rich  in 
parasites.  By  inoculating  a  set  of  tubes  with  the  blood  of  one 
animal  and  testing  these  at  definite  intervals,  it  seemed  as  if 
better  results  could  be  obtained  than  with  tubes  inoculated  at 
different  times  with  blood  from  different  animals  as  in  the 
preceding  experiment.  The  tubes  were  placed  at  25".  On  the 
third,  fifth,  eighth,  and  tenth  day  the  contents  from  one  of  these 
tubes  was  injected  into  a  white  rat.  The  rat  which  received  the 
fluid  from  the  tube  three  days  old  showed  trjpanosomes  in  its 
blood  on  the  third  and  died  on  the  seventh  day.  The  rat  which 
received  the  contents  of  the  five-day  tube  showed  a  very  few 
trypanosomes  in  its  blood  on  the  eighth  and  died  on  the  twelfth 
day.  Motile  trypanosomes  were  present  in  the  tubes  on  the 
eighth  and  also  on  the  tenth  day,  but  the  rat  inoculated  with 
fluid  from  the  eight-day  tube  showed  no  infection,  whereas  the 
one  which  received  the  ten-day  fluid  died  in  seven  days.  Its 
spleen  was  small,  and  no  trypanosomes  could  be  detected  in  its 
blood.  Nevertheless,  a  rat  inoculated  with  this  blood  died  in  six 
days,  and  trypanosomes  were  found  in  its  blood.  Evidently, 
survivals  ten  days  old  may  infect.  The  failure  of  the  eight-day 
fluid  to  infect  may  have  been  due  to  a  greater  resistance  of  the 
rat  or  to  some  slight  variation  in  the  medium  which  thereby 
weakened  the  parasite,  more  so  than  did  the  ten-day-  fluid. 

The  above  experiments  show  that  the  virulence  of  surviving 
trypanosomes,  in  blood  agar  tubes,  may  be  maintained  for  a 
longer  period  than  under  ordinary  conditions,  since  infection  was 
obtained  on  the  fifth,  and  even  on  the  ninth  and  tenth  day. 
Under  the  conditions  which  obtain  in  the  tubes  the  organisms, 
however,  usually  become  non-virulent  after  the  fourth  or  fifth  day. 
The  long  duration  of  the  disease  (ten  and  twelve  days),  and  the 
further  fact  that  the  older  cultures,  though  containing  living 
trypanosomes,  are  devoid  of  virulence,  show  that  a  progressive 
attenuation  is  taking  place. 

It  is  a  well-known  fact  that  a  blood  may  be  highly  virulent 
without  containing  any  trypanosomes,  recognizable  as  such  under 
the  microscope.     A  single  virulent  cell,  which  perhaps  may  have 
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escaped  observation,  is  therefore  able  to  produce  death  in  a  very 
short  time.  An  entirely  different  result  follows  the  injection  of 
even  large  numbers  of  living  trypanosomes  which  are  either,  as 
in  the  above  experiments,  survivals,  or  actual  cultures  weakened 
by  prolonged  exposure  to  unfavorable  conditions.  The  period  of 
incubation  and  the  duration  of  the  disease  is  prolonged,  or  else 
no  infection  results.  It  is  evident  that  these  facts  are  ex- 
plainable only  on  the  supposition  that  actual  attenuation  takes 
place.  We  have  not  as  yet  been  able  to  obtain  a  culture  which 
could  be  said  to  l^  attenuated  throughout  its  development  in  the 
tube.  The  cultures,  as  will  be  shown  presently,  are  virulent  in 
the  early  stages  of  their  growth,  after  which  they  weaken  and 
even  become  non-infectious. 

Laveran  and  Mesnil  have  shown  that  virulent  Nagana  blood, 
when  diluted  with  50,000  parts  of  physiological  salt  solution  and 
injected  into  the  peritoneal  cavity  of  a  mouse,  causes  death  in  six 
and  one-quarter  days.  They  have  also  shown  that  when  blood 
which  is  very  poor  in  parasites  is  injected  into  mice  and  rats  the 
trypanosomes  may  not  appear  in  their  blood  before  the  fifth  to  the 
seventh  day.  The  injection,  into  mice,  of  blood  which  has  been 
kept  at  room  temperature  for  thirty-six  to  forty-eight  hours  is 
followed  by  the  appearance  of  the  parasites  in  the  blood  on  about 
the  ninth  day.  They  have  noted  the  same  delay  in  the  appearance 
of  the  parasites  in  the  blood  after  the  injection  of  material 
which  had  been  kept  in  an  ice-box,  or  which  had  been  heated  to 
40-43°,  or  exposed  to  the  action  of  injurious  chemicals.  The 
prolonged  period  of  incubation  in  these  instances  is,  in  view  of  our 
own  results,  due  to  a  rapid  attenuation  of  the  trypanosomes.  The 
same  explanation  may  hold  true  in  the  case  of  Bruce's  experiments 
on  dogs,  in  which  a  prolonged  duration  of  the  disease  followed 
the  bites  of  infected  flies  which  had  been  kept  for  twelve  to 
forty-eight  hours. 

INOCULATION   OF    PURE   CULTURES. 

In  the  previous  set  of  experiments  the  inoculations  were  made 
with  the  surviving  trypanosomes  as  found  on  blood  agar  media 
where  apparently  no  multiplication  had  taken  place.     When,  how- 
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ever,  undoubted  cultures  were  at  last  obtained,  it  became  necessary 
to  test  these  on  animals ;  first,  with  the  object  of  demonstrating 
that  the  cultures  were  really  those  of  Trypanosoma  brucei;  and, 
second,  to  confirm  the  conclusion  arrived  at  from  the  preceding 
experiments  with  reference  to  the  existence  of  attenuated  or  non- 
virulent  forms. 

It  was  soon  found  that  the  virulence  of  the  trypanosomes  was 
not  a  fixed  quality  but  that  it  is  easily  influenced  by  altering  the 
external  conditions,  such  as  temperature,  the  duration  of  the  culti- 
vation and  possibly  the  composition  of  the  medium.  These  facts 
had  already  been  foreshadowed  in  the  results  obtained  by  inocu- 
lation of  the  survivals. 

The  inoculation  of  mice  and  rats  with  the  pure  cultures  com- 
pleted the  evidence  necessary  to  show  that  the  organism  cultivated 
was  in  reality  Trypanosoma  brucet^  and,  at  the  same  time,  supplied 
the  final  proof,  if  any  was  needed,  that  this  trypanosome  was  the 
cause  of  Nagana.  This  organism  has  now  been  cultivated  in  vitro 
for  one  hundred  days,  through  eight  generations,  and,  as  will  be 
seen  from  Table  II,  possesses  a  virulence  not  much  inferior  to  that 
of  trypanosome  blood.  There  can  be  no  doubt  that,  given  the 
best  possible  conditions,  it  can  be  cultivated  in  fully  as  virulent 
a  form  as  that  met  with  in  living  blood. 

The  intraperitoneal  injection  of  virulent  cultures  causes  death 
in  mice  and  rats  usually  in  seven  or  eight  days,  exceptionally  in 
as  late  as  eleven  days.  When  it  is  remembered  that  these  animals 
usually  die  in  from  three  to  five  days  after  the  injection  of  viru- 
lent blood,  it  will  be  seen  that  the  cultures  employed  were  already 
somewhat  weakened.  The  retarded  death  is  not  due  to  the  injec- 
tion of  a  small  number  of  trypanosomes,  since  in  all  these  experi- 
ments the  cultures  may  be  characterized  as  extremely  rich  in 
actively  motile  parasites. 

The  virulence  of  one  culture  was  such  that  a  rat  died  in  three 
and  one-half  days  (see  Table  III).  Two  mice  (Nos.  8  and  4a) 
inoculated  with  another  culture  died  in  three  and  one-half  and  five 
and  one-half  days  respectively.  Mouse  No.  8  had  received  seven- 
teen days  before  an  injection  of  a  non-virulent  culture,  while 
mouse  No.  4a  served  as  a  control  for  the  last  injection.     This  same 
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virulent  culture  was  injected  at  the  same  time  into  another  control 
mouse  (46),  and  an  examination  of  its  blood,  three  days  later, 
resulted  in  finding  only  one  trypanosome  in  the  cover-glass  prepa- 
ration examined.  Subsequent  examinations,  made  at  intervals  of 
two  days,  failed  to  show  any  trypanosomes.  This  is  the  only  time 
that  we  have  found  the  parasite  in  the  blood  without  fatal  infec- 
tion following.  It  may  be  that  the  single  cell  found  was  a  survival 
of  the  material  injected,  and  was  hence  incapable  of  multipli- 
cation. In  that  event  this  mouse  must  be  credited  with  possessing 
a  most  unusual  degree  of  resistance. 

It  should  be  stated,  however,  that  in  this  experiment  four  mice 
were  inoculated  at  the  same  time  and  with  the  same  material.  Two 
of  these  had  survived  previous  inoculations  of  non-virulent  cul- 
tures, and  the  other  two  served  as  controls.  One  vaccinated 
mouse  and  one  control  died  ;  the  others  remained  alive.  It  would 
seem  as  if  an  interchange  took  place,  and  that  the  two  deaths 
were  those  of  the  controls,  but  this  could  hardly  have  occurred, 
since  special  care  was  exercised  to  prevent  such  accidents.    . 

In  mice  and  rats,  after  the  injection  of  trypanosome  cultures, 
the  parasites  appear  in  the  blood,  usually  on  the  fifth  day,  excep- 
tionally as  early  as  the  third  and  as  late  as  the  seventh  and  even 
the  ninth  day.  After  the  trypanosomes  once  apj^ear  in  the  blood 
they  rapidly  multiply,  with  the  single  exception  noted  above,  and 
become  exceedingly  numerous  just  before  death.  In  from  two  to 
four  days  after  the  trypanosomes  appeared  in  the  blood  the  animals 
died. 

The  trypanosomes  which  develop  in  the  blood  of  an  animal 
after  an  injection  of  a  pure  culture  are  identical,  in  every  respect, 
with  those  met  with  in  Nagana.  The  highly  refracting  globules, 
usually  two  or  three  in  number,  which  are  seen  in  the  cultivated 
trypanosome  are  not  met  with  in  the  inoculated  animals.  We  are 
inclined  to  consided  these  refracting  globules  as  evidence  cf 
unfavorable  environment,  and  hence  as  an  indication  of  partial 
attenuation. 

The  isolation  of  the  trypanosomes  from  the  blood  of  animals 
infected  with  the  pure  cultures  is  as  difficult  a  task  as  in  the  case 
of  those  inoculated  directly  with  Nngana  material. 
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The  cultures  employed  for  the  following  inoculations  were  rich 
in  actively  motile  trypanosomes.  The  injections  were  made,  as 
usual,  into  the  peritoneal  cavity.  It  will  be  seen  that  only  the 
thirteen-  and  twenty-day  cultures  produced  infection.  It  would 
seem  as  if  a  room  culture,  after  two  or  three  weeks,  gradually 
became  deprived  of  its  virulence.  In  the  case  of  the  first  genera- 
tion, it  should  be  remembered  that  no  appreciable  growth  takes 
place  until  after  eighteen  or  twenty  days.  The  unfavorable  con- 
ditions with  which  the  trypanosomes  are  struggling  may  be  looked 
upon  as  being  responsible  for  the  absence  of  virulence.  The  sub- 
sequent generations,  having  accommodated  themselves  to  these 
conditions,  regain,  for  a  time  at  least,  their  pathogenic  properties. 

TABLE  I. 

Showing  Results  of  Inoculation  of  Cultures  of  Trypanosoma  Brucei 

Developed  at  Boom  Temperature. 


Culture 
AND  Gen- 

EBATION 

Blood 

AOAB 

Age  of 
Culture 

Date  of 

Time  of 
Death 

Inocu- 
lation 

Appear- 
ance of 
Trypano- 
somes 

Death 

Mouse  1 

AI 

DI 
All 
A  III 
A  Ila 
A  Ila 
A   Ila 
A  Ilia 

2:3 

1:16 

2:1 

1:1 

3:1 

3:1 

3:1 

3:1 

23 
13 
20 
20 
20 
20 

Sept.  30 
Oct.  11 
Oct.  11 
Oct.  11 
Oct.  28 
Oct.  28 
Oct.  28 
Oct.  28 

0 

0 

0 
Oct.  16 
Oct.  31 

0 
Oct.  31 
Oct.  31  • 

0 

0 

0 
Oct.  19 
Nov.  1 

0 
Nov.  3 

0 

Recovered 

Mouse  4 

Recovered 

Mouse  5 

Recovered 

Mouse  7 

8  days 
3Vi  days 
Recovered 
r)>/s  days 
Recovered 

2d  inject 'n  mouse  8 
2d  inject 'n  mouse  4 
Control  mouse  4a.. 
Control  mouse  46 .. 

The  cultures  eiriployed  in  the  following  inoculations  were  devel- 
oped in  an  incubator  room  at  25°,  and  were  extremely  rich.  It 
will  be  seen  that  all  of  these  cultures  proved  fatal  with  the  excep- 
tion of  one.  The  mouse  used  for  this  inoculation  had  survived  a 
previous  inoculation  of  a  room  culture  (see  Table  I).  It  was 
given  a  second  injection  of  an  eighteen-day  culture,  presumably 
not  very  virulent,  in  order  to  test  its  immunity.  Inasmuch  as 
all  the  fluid  in  the  culture  tube  was  used  for  this  injection,  it 
was  not  possible  to  make  a  control.  The  survival  of  the  animal 
may  be  due,  therefore,  either  to  a  condition  of  immunity  or  to 
the  non-virulence  of  the  culture. 

&The  medium  in  this  case  was  laked-blood  agar.    The  blood  was  partially  laked  by  the 
Addition  of  sterile  distilled  water  (1: 3),  the  mixture  being  kept  at  37*  for  several  hours. 
*Only  one  trypanosome  found  in  preparation  on  the  third  day ;  none  after  that  date. 
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TABLE  II. 

Showing  Results  of  Inoculation  of  Cultures  of  Trypanosoma  Brucei 

Developed  at  25*'. 


Moose  3 

Rati 

Control  mouse  9 — 
Control  mouse  10. . . 
2d  inject 'n  mouse  1 
2d  inject'n  mouse  2 
2d  inject'n  mouse  16 

Mouse  11 

Rat2 

Mouse  6 

2d  inject*n  mouse  5 

Rat5 

Rat9 

Ratio 

Control  mouse  16. . . 
Control  mouse  17. .. 
3d  inject' n  mouse  4 
2d  inject'n  mouse  4b 


CULTUBB 
AND  GeN- 
EEATION 


A  III 

A  III 

AlVa 

AlVa 

AIVo 

AlVa 

AlVa 

AYa  flask 

AYa  flask 

ClI 

AIV 

A  Vb  flask 

AlVbflask 

AlVbflask 

A  V  flask 

A  V  flask 

AY  flask 

A  V  flask 


Blood 

AOBOF 

Agar 

Culture 

2:1 

7  days 

2:1 

7 

3:2 

9 

3:2 

9 

3:2 

9 

3:2 

9 

3:2 

9 

3:2 

6 

3:2 

6 

1:1 

12 

1:1 

IS 

1:1 

10 

3:2 

22 

3:2 

22 

1:1 

18 

1:1 

18 

1:1 

18 

1:1 

18 

Date  of 


Inocu- 
lation 


Appear- 
ance of 
Trypano- 
somes 


Oct. 

Oct. 
Oct. 
Oct. 
Oct. 
Oct. 
Oct. 
Oct. 
Oct. 
Oct. 
Oct. 
Nov. 
Nov. 
Nov. 
Nov. 
Nov. 
Nov. 
Nov. 


Oct.    14 


14     Oct.   19 
14  1  Oct.  19 


Oct.  21 

Oct.  19 

Oct.  21 

Oct.  26 

Oct.  28 

Oct.  16 
0 


Nov.  13 
Nov.  18 
Nov.  20 
Nov.  18 
Nov.  18 


Death 


Oct.  16 
Oct.  1(1 
Oct.  22 
Oct.  21 
Oct.  23 
Oct.  24 
Oct.  2.3 
Oct.  29 
Nov.  2 
Oct.    19 

0 
Nov.8,A.j. 
Nov.  9 
Nov.  IH 
Nov.  21 
Nov.  22 
Nov.  21 
Nov.  20 


Time  of 
Death 


11    days 
11 

7 

9 

9H 

8H 

74 
114 

8 
Recovered 

:^4  days ' 

3  days 8 
10 

9 
10 

9 

8 


It  is  very  probable  that  the  cultures  when  kept  for  three  or 
four  weeks  at  25°  will  lose  their  virulence,  but  on  this  point  we 
have  as  yet  no  definite  data. 

TABLE  III. 

Showing  Results  of  Inoculation  of  Cultures  of  Trypanosoma  Brucei 

Developed  or  Exposed  at  34". 


Culture 
AND  Gen- 
eration 

AOB  OF 

Culture 

Date  of 

Time 

Inocu- 
lation 

Appear- 
ance of 

Trypano- 
somes 

Death 

Death 

Mouse2 

A  III 
AIV 

A  Va  flask 
A  Va  flask 
A  V6  flask 
A  Vb  flask 
A  V6  flask 
A  Vb  flask 
A  V6  flask 
AV6  flask 
AV6  flask 
A  V6  flask 
A  V6  flask 

2:1 
2:1 
3:2 
3:2 
1:1 
1:1 
1:1 
1:1 
1:1 
1:1 
1:1 
1:1 
1:1 

Id. 2.5-;  3d. 84' 

9d.34° 
6d.25';5d.84" 
6d.25"';3d.34'' 

10d.25* 
10 d. 25";  Id. 34' 
10d.25';2d.34' 
10d.25*;3d.34- 
10d.25';3d.34' 
10  d.  25";  4 d.  34- 
10d.25*;5d.34' 
10d.25°;6d.34'^ 
10d.25';6d.34' 

Oct.    2 
Oct.  11 
Oct.  26 
Oct.  26 
Nov.  4 
Nov.  5 
Nov.  6 
Nov.  7 
Nov.  7 
Nov.  8 
Nov.  9 
Nov.  10 
Nov.  10 

0 
0 
0 
0 

Nov.  11 
0 
0 
0 
0 
0 
0 
0 

0 

0 

Nov.  9 

Nov.  9  A.M. 

Nov.  8  a.m. 

Nov.  14 

0 

0 

0 

0 

0 

0 

0 

Recov. 

Mouse  8 

Recov. 

Rat3 

14d.» 

Rat  4 

134  d.» 

Control  rat  5 

Rate 

Rat  7 

Recov. 

3d  injection  rat  8. 
Mouse  5 

Recov. 
Recov. 

Mouse  12 

Recov. 

Mouse  13 

Recov. 

Mouse  14 

Recov. 

Mouse  15 

Recov. 

7  This  served  as  a  control  for  set  of  inoculations  made  with  the  same  material  heated 
at  34\    See  Table  III. 

s  No  trypanosomes  could  be  found  in  the  blood.    Moreover,  the  spleen  was  small.    To 
check  this  result  the  blood  of  this  animal  was  injected  into  a  mouse.    No  infection  followed^ 
and  for  that  reason  the  death  of  Rat  9  cannot  be  ascribed  to  Nagana. 
»  See  below. 
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Notwithstanding  that  the  cultures  develop  more  rapidly  at 
34°  than  at  lower  temperature,  it  is  evident  from  the  above  table 
that  they  are  non-virulent.  The  cultures  used  for  Mice  2  and  8 
were  actively  motile.  Such  cultures  developed  from  the  start  at 
34°  rapidly  reach  their  maximum  growth,  after  which  they  die 
out. 

The  culture  used  for  Rats  3  and  4  was  first  developed  at  25°, 
after  which  it  was  placed  at  34°.  When  examined  at  the  end  of 
five  days,  only  round  bodies  were  present,  and  there  was  an 
entire  absence  of  motile  forms.  These  animals  therefore  really 
received  injections  of  dead  cultures.  Although  their  blood  was 
repeatedly  examined,  no  trypanosomes  could  be  detected.  Both 
rats  died  on  the  fourteenth  day.  The  spleen  was  small,  and  no 
trypanosomes  could  be  found  in  the  blood.  A  mouse  was  inocu- 
lated with  the  blood  of  one  of  these  rats  and  developed  no  infection. 

The  death  of  these  animals,  unless  it  be  a  mere  accident,  can 
be  explained  only  on  the  supposition  that  the  large  amount  of 
dead  trypanosomes  injected  caused  a  fatal  intoxication. 

In  order  to  test  the  action  of  a  temperature  of  34°  upon  cul- 
tures first  fully  developed  at  a  lower  temperature,  a  flask  culture 
grovm  at  25°  for  ten  days  was  selected,  and  after  injecting  a  rat 
(No.  5)  with  a  portion  of  the  fluid,  for  the  purpose  of  a  control, 
it  was  set  aside  at  34°.  On  each  of  the  following  days  a  portion 
of  the  fluid  was  removed  and  injected  into  rats.  The  result  of  this 
experiment  is  shown  in  Table  III.  The  flask,  after  being  kept 
at  34°  for  three  days,  began  to  show  involution  forms.  Moreover, 
the  fat-like  globules  within  the  trypanosomes  increased  in  number 
and  size.  Motile  trypanosomes  were  still  present,  though  few  in 
number,  on  the  fifth  day.  No  motile  forms  and  only  degenera- 
tions were  present  on  the  sixth  day.  Two  drops  of  the  fluid  were 
injected  into  a  mouse  (No.  14),  and  the  remainder  of  the  fluid 
about  f  C.C.,  was  injected  into  another  mouse  (No.  15). 

It  will  be  seen  from  the  table  that  the  control  rat.  No.  5,  died 
in  three  and  one-half  days  after  inoculation.  Its  spleen  was 
somewhat  enlarged.  The  rat  had  been  dead  for  some  hours,  and 
an  injection  of  a  suspension  of  the  internal  organs  failed  to  infect 
a  mouse.     The  trypanosomes  had  clearly  disappeared  from  the 
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cadaver.  The  same  material,  though  very  rich  in  motile  trypano- 
somes,  after  an  exposure  of  twenty-four  hours  at  34°  gave  a  re- 
tarded infection,  seen  in  the  fact  that  the  parasites  did  not 
appear  in  the  blood  until  on  the  sixth  day,  and  death  did  not 
occur  until  the  ninth  day.  The  other  animals  of  the  series 
showed  no  infection. 

This  experiment  shows  that  an  exposure  of  less  than  forty- 
eight  hours  at  34°  is  suflScient  to  destroy  the  virulence  of  the  cul- 
tivated trypanosome,  which,  however,  may  remain  alive  and  very 
motile  at  this  temperature  for  about  five  days. 

The  results  of  another  experiment  go  to  show  that,  while 
the  25°  culture  is  attenuated  by  an  exposure  of  two  days  at 
34°  with  reference  to  the  new  rat,  it  is  still  sufficiently 
virulent  to  kill  rats  whose  resistance  had  been  lowered  by  pre- 
vious inoculation. 

Inasmuch  as  the  trypanosomes  grow  normally  in  the  bodies  of 
animals  at  a  temperature  of  37  to  39'',  and,  under  such  conditions, 
maintain  their  virulence  indefinitely,  it  follows  that  the  tempera- 
ture is  not  the  only  factor  which  weakens  the  trypanosome  cul- 
tures. It  has  been  shown  that  in  whole  blood,  or  even  in  blood 
diluted  with  salt,  or  citrate  solution,  or  with  serum,  the  trypano- 
somes die  out  in  anywhere  from  a  few  hours  to  five  or  six  days.  The 
death  of  the  trypanosomes  is  not  due  to  their  inability  to  multiply 
outside  of  the  body,  but  rather  to  the  presence,  in  more  or  less 
concentrated  form,  of  injurious  substances  probably  formed  as  a 
result  of  the  death  changes  in  the  composition  of  the  blood.  In 
the  blood  agar  medium  the  injurious  action  of  these  products 
may  be  considered  to  be  largely  neutralized  by  the  agar  con- 
stituents. That  this  neutralizing  or  antitoxic  action  is  not  com- 
plete is  seen  in  the  fact  that  the  room  cultures  lose  their  virulence 
as  they  age.  This  eflFect  is  more  accentuated  and  is  hastened  in 
cultures  developed  at  a  higher  temperature.  As  yet  we  know 
nothing  about  the  nature  of  these  toxic  or  antitoxic  substances. 
We  are,  however,  of  the  opinion  that  toxic  salts  or  ions  are 
responsible  for  the  rapid  destruction  of  the  trypanosomes  in  dead 
blood,  and,  if  such  be  the  case,  it  will  be  possible  to  obviate  their 
action.     Experiments  along  this  line  are  now  being  conducted. 
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immunity. 

The  existence  of  living  and  non-vimlent  cultures  of  Trypano- 
soma brucei  indicates  the  possibility  of  immunizing  animals  by 
means  of  such  cultures.  Thus  far  no  means  of  protection  has 
been  found  against  the  ravages  of  Nagana,  nor  for  the  equally 
important  diseases  Surra  and  Caderas.  Even  experimentally  it 
has  not  been  possible  to  protect  susceptible  animals  against  infec- 
tion. Sheep,  goats,  and  cattle  are  less  susceptible,  and  recovery 
from  the  disease  protects  against  subsequent  inoculation. 

Koch  suggested  the  possibility  of  attenuating  the  Nagana 
trypanosomes  by  repeated  passage  through  different  species  of 
animals,  and  Schilling  endeavored  to  apply  this  method,  but 
his  results  may  be  said  to  be  highly  unsatisfactory,  and  it  is 
very  doubtful  if  any  real  protection  is  obtainable  by  such  pro- 
cedure. 

We  have  already  shown  that  the  Nagana  trypanosome  can  be 
attenuated  by  cultivation  in  vitro,  and  especially  by  exposure  of 
fiuch  cultures  to  a  temperature  of  34°.  Whether  such  cultures 
are  able  to  impart  to  animals  a  suflScient  degree  of  immunity  so 
as  to  protect  them  against  inoculation  with  virulent  blood,  we  are 
as  yet  unable  to  state.  Our  own  experiments  along  this  line  are 
as  yet  too  few  to  justify  any  positive  statement.  It  is  our  inten- 
tion to  follow  out  this  line  of  inquiry,  and  such  results  as  may 
be  obtained  will  form  the  subject  of  a  special  article. 

The  result  of  one  experiment  of  this  kind  has  already  been 
alluded  to  and  is  summarized  in  Table  I.  It  will  be  seen  that  the 
<5ontrol  and  treated  animals  behaved  alike ;  that  is  to  say,  one  of 
^ach  died  and  one  of  each  survived.  The  control  which  sur- 
vived showed  a  single  trypanosome  in  a  cover-glass  preparation 
on  the  third  day,  but  none  thereafter.  The  treated  mouse.  No.  4, 
which  recovered,  at  no  time  showed  the  parasites  in  its  blood. 
The  contradictory  results  of  this  experiment  suggest  that  an  inter- 
change of  the  animals  had  in  some  way  taken  place,  and  that  the 
surviving  mice  were  those  which  had  been  treated.  In  view  of 
the  great  care  which  was  taken  to  prevent  such  interchange,  it 
hardly  seems  probable  that  this  could  have  occurred.  It  should 
perhaps  be  stated  that  each  of  the  animals  received  ^  c.c.  of  a  very 
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rich  culture,  and  that  all  four  injections  were  made  from  one 
charge  of  the  syringe.  Other  experiments  now  under  way  will 
help  to  give  a  definite  solution  in  this  problem. 

Another  immunity  experiment  is  given  in  Table  II.  Two 
control  mice,  Nos.  9  and  10,  and  three  treated  mice,  Nos.  1,  2, 
and  16,  were  injected  with  the  same  culture.  It  will  be  noted 
that  the  controls  died  in  seven  and  seven  and  one-half  days,  while 
the  treated  mice  died  in  eight  and  one-half,  nine,  and  nine  and 
one-half  days.  The  single  treatment  to  which  these  mice  were 
subjected  apparently  gave  some  slight  protection.  The  failure  to 
secure  perfect  immunity  may  be  ascribed  to  the  fact  that  the 
material  injected  in  the  first  inoculation  was  too  feeble.  Thus 
mouse  No.  1  (see  Table  I)  received  a  first  generation,  thirty-four 
days  old.  Mouse  No.  2  (Table  III)  received  an  obviously  feeble 
culture,  since  it  was  developed  only  for  one  day  at  25°,  and  then 
for  three  days  at  34°.  Mouse  No.  16  received  on  August  27  an 
injection  of  the  fluid  of  a  tube,  inoculated  fourteen  days  before 
with  the  blood  of  a  Nagana  rat,  and  containing  only  surviving 
trypanosomes. 

It  is  quite  likely  that  mouse  No.  5,  as  shown  in  Table  II,  had 
acquired  considerable  protection  against  a  very  rich  and  probably 
virulent  culture  as  the  result  of  a  previous  injection  of  a  twenty- 
three-day  room  culture  (Table  I).  Repeated  injections  of  attenu- 
ated cultures  will  undoubtedly  be  necessary  in  order  to  secure 
immunity  to  virulent  cultures  and  to  Nagana  blood. 

MOBPHOLOGY. 

The  appearance  of  Trypanosoma  hrucei^  in  cultures,  is 
extremely  characteristic  and  is  wholly  unlike  that  of  Tr,  lewisL 
When  the  culture  fluid  containing  the  latter  organism  is  examined 
under  a  cover-glass,  the  individual  cells  will  be  found  to  be  clear 
and  almost  homogeneous.  Trypanosoma  brucet,  on  the  other 
hand,  invariably  shows  two  large,  highly  refracting  globules  at 
the  anterior  or  flagellated  end.  Occasionally  a  third  and  smaller 
granule  is  found  toward  the  posterior  end.  The  globules  will  be 
found  to  increase  in  number  and  in  size  when  a  fully  developed 
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culture,  grown  at  room  temperature,  or  at  25°,  is  placed  at  34° 
for  several  days.  In  such  a  case  the  globules  may  measure  0.8 
and  even  Ifi  in  diameter.  A  single  cell  may  contain  five  or  six 
of  the  large  bodies,  besides  many  very  small  granules.  These 
globules  are  slightly  greenish  in  color,  and  when  preparations  are 
treated  with  osmic  acid,  for  twenty -four  to  forty -eight  hours,  they 
darken  perceptibly,  though  at  no  time  do  they  become  perfectly 
black.  It  would  seem  as  if  these  bodies  consisted  largely  of  fat, 
though  the  presence  of  paramylum,  as  in  other  flagellates,  is 
possible. 

The  presence  of  these  globules  in  cultures  and  their  entire 
absence  in  the  trypanosomes  found  in  the  animal  body  would 
seem  to  indicate  an  alteration  in  the  functional  activity  of  the 
oells.  The' fact  that  the  globules  are  increased  in  number  and  in 
size  when  the  culture  is  exposed  to  34°,  in  view  of  the  fact  that 
such  exposure  rapidly  destroyed  the  virulence  of  the  organisms, 
certainly  goes  to  support  this  conclusion. 

It  is  probable  that,  with  an  improvement  in  the  culture  medium, 
trypanosomes  will  be  obtained  free  from  globules,  in  which  case 
they  will  correspond  to  or  resemble  exactly  those  found  in  the 
animal.  As  yet,  however,  we  have  not  been  able  to  obtain  a  single 
culture  which  did  not  contain  these  bodies. 

The  Tr.  lewisi  as  found  in  cultures  varies  greatly  in  size.  It  is 
not  unusual  to  find  minute  forms  which,  not  counting  the  whip, 
are  but  1  or  2/Li  in  length.  There  are  others  which  are  typical  in 
form  which  are  not  much  longer  than  the  diameter  of  a  red  blood 
cell.  While  most  of  the  spindle-shaped  cells  range  from  15  to 
20/Li  in  length,  some  trypanosomes  can  be  found,  at  times,  which 
are  50  to  60/Lt  long.  The  existence  of  the  small  form  accounts 
for  the  fact  that  we  have  repeatedly  been  able  to  infect  rats  with 
Berkefeld  filtrates  of  such  cultures. 

Trypanosoma  brucei,  on  the  other  hand,  shows  much  less 
variation  in  size.  The  living  cell  usually  measures  about  15 
to  17^4  in  length.  The  Tr,  hrucei  is  longer  and  proportion- 
ately narrower  than  the  Tr.  lewisi.  The  flagellum  in  the  living 
cell  is  by  no  means  as  distinct  and  as  long  as  that  of  the  latter 
organism. 
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The  motion  of  the  two  trypanosomes  is  entirely  diflFerent. 
Free  swimming  or  "swarming"  forms  are  common  in  the  case, 
of  Tr.  Unuisi,  By  means  of  the  long  flagellum  this  organism  is 
capable  of  moving  about  with  great  rapidity  and  in  an  almost 
straight  line.  The  motion  of  Tr,  hriicei  is  slow  and  wriggling, 
and  only  exceptionally  is  a  slowly  progressive  form  observed. 
The  wave  motion  slowly  passes  along  the  thick,  undulating  mem- 
brane, and  gives  the  appearance  of  a  spiral  rotation  to  the  entire 
cell. 

The  most  striking  difference  is  seen  in  the  appearance  of  the 
colonies  or  aggregates.  In  the  case  of  Tr,  leivisi  the  individual 
cells  are  usually  grouped  in  rosette-like  aggregations  or  colonies. 
These  colonies  may  consist  of  a  dozen  or  so,  or  even  of  hundreds 
of  cells.  Again,  a  number  of  these  colonies  may  partially 
coalesce  and  give  rise  to  enormous  multiple  colonies  which  may 
consist  of  many  thousands  of  individuals.  The  colonies  present 
an  orderly,  symmetrical,  and  beautiful  appearance.  The  indi- 
vidual cells  composing  a  rosette  are  spindle-shaped  and  have  a 
more  or  less  active  swaying  motion.  The  flagella  in  such  a  colony 
are  not  recognizable  on  the  periphery,  as  in  the  case  of  agglutina- 
tion rosettes.  Such  rosettes  stained  by  Romanowsky's  method 
show  the  centrosome  close  to  and  below  the  nucleus ;  that  is  to 
say,  the  centrosome  is  nearer  the  center  of  the  rosette  than  is  the 
nucleus.  This  would  seem  to  indicate  that  the  peripheral  end  is 
the  anterior  end,  and  that  the  flagella  develop  there  when  the 
cultural  conditions  are  most  nearly  perfect.  This  would  seem  to 
be  the  case  in  the  small  multiplication  rosettes  observed  in  the 
living  blood  of  the  rat. 

On  the  other  hand,  the  cultures  of  Tr,  brucci  will  usually 
show  many  cells,  in  pairs,  united  by  their  posterior  ends  and  cor- 
responding to  the  so-called  conjugation  forms  of  Bradford  and 
Plimmer.  Larger  masses  or  colonies  consisting  of  ten  to  twenty 
cells  are  met  with.  The  individuals  composing  these  colonies 
have  not  the  rigid  spindle  form  of  Tr.  leicisi\  but  are  long,  nar- 
row, and  writhing,  and  the  effect  of  the  whole  mass  is  very  sug- 
gestive of  the  snakes  on  a  Medusa  head.  The  flagella  appear  to 
be  directed  outward. 
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The  mode  of  multiplication  of  Tr,  brucei  and  of  TV.  lewisi 
need  not  be  considered  at  present,  inasmuch  as  this  matter  will  be 
treated  in  a  subsequent  paper. 

SUMMARY. 

The  results  of  this  investigation  may  be  briefly  summarized  as 
follows: 

1.  Trypanosoma  briwei  is  more  sensitive  and  more  exacting 
in  its  requirements  than  is  Tr,  lewisi.  It  may,  however,  be  cul- 
tivated, ill  vitro,  in  tubes,  and  in  flasks,  by  applying  the  same 
method  which  was  used  for  obtaining  pure  cultures  of  the  rat 
trypanosome. 

2.  The  chief  difficulty  consists  in  obtaining  the  first  or  initial 
culture.  Of  the  first  fifty  animals  from  which  cultures  were 
attempted  only  four  gave  positive  results.  One  of  these  cultures 
has  been  carried  on  continuously  from  August  27  up  to  December 
5  (one  hundred  days),  and  in  this  time  has  been  passed  through 
eight  generations.  There  is  no  reason  why  the  culture  should 
not  be  maintained  indefinitely. 

3.  It  is  possible  to  separate  Tr.  lewisi  and  Tr.  brucei  when 
these  are  present  simultaneously  in  the  blood  of  an  animal,  by 
artificial  cultivation,  since  the  former  will  grow  on  a  medium  con- 
taining one-half  or  less  of  its  volume  of  blood,  whereas  Tr, 
bnicei  will  not  grow  under  such  conditions. 

4.  The  cultural  characteristics  are  such  as  to  enable  perfect 
differentiation  between  the  two  trypanosomes. 

5.  The  actively  growing  cultures  of  Tr.  brucei  possess  a  viru- 
lence which  is  very  nearly  the  same  as  that  of  the  original 
Nagana  blood.  As  the  cultures  age,  and  especially  by  exposure  to 
a  temperature  of  34°,  they  become  less  virulent  and  eventually, 
though  living,  may  fail  to  infect  animals. 

().  Repeated  injections  of  the  attenuated  cultures  will  prob- 
ably impart  solid  immunity.  In  this  way  it  may  be  possible  to 
secure  protection  against  the  ravages  of  Nagana. 

7.  The  pathogenic  action  of  the  pure  cultures  of  Tr.  brucei 
demonstrates  the  causal  relationship  which  this  organism  bears  to 
Nagana. 
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8.  It  may  be  considered  as  certain  that  the  method  which  has 
proved  successful  for  Tr.  lewisi  and  Tr.  hrucei  will  prove  equally 
useful  for  other  trypanosomes.  It  will  be  feasible  to  subject  the 
trypanosomatic  diseases  to  experimental  studies  which  heretofore 
have  been  impossible.  The  results  of  these  studies  may  lead  to  a 
clearer  insight  into  the  causation  of  protozoal  diseases.  It  seems 
as  if  the  time  is  not  far  distant  when  most  of  the  pathogenic  pro- 
tozoa will  be  cultiyated  and  studied  in  our  laboratories  in  the  same 
way  as  is  now  done  with  bacteria. 
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STUDIES  IN  PYROPLASMOSIS  HOMINIS.* 

("SPOTTED  FEVER"   OR   "TICK   FEVER"  OF  THE  ROCKY 

MOUNTAINS.) 

Louis  B.  Wilson,  M.D., 
Minneapolis, 

First  Assistant  Bacteriologist,  Minnesota  State  Board  of  Health ;  Senior  Demonstrator  in 
Pathology,  Minnesota  State  University, 

AND 

William   M.  Chowning,  M.D., 

Minneapolis, 

Junior  Demonstrator  in  Pathology,  Minnesota  State  University ;  Staff  Pathologist  to  St. 
Mary*s  Hospital  and  Minneapolis  City  Hospital. 

(From  the  Bacteriological  Laboratory  of  the  Minnesota  State  Board  of  Health  and  the  Lab- 
oratory of  Pathology  of  the  Minnesota  State  University.) 

INTRODUCTORY. 

The  disease  known  in  Montana  as  "spotted  fever"*  had  been 
recognized  as  a  distinct  clinical  entity  by  the  physicians  of  the 
Bitter  Root  Valley  for  fifteen  or  twenty  years,  but  the  only  article 
in  a  medical  journal  concerning  it,  published  prior  to  1902,  was 
that  by  Dr.  E.  E.  Maxey  in  the  Portland  Medical  Sentinel  for 
October,  1899.  Papers,  by  Drs.  R.  Gwinn  and  G.  T.  McCul- 
lough,  were  read  at  the  May,  1902,  meeting  of  the  Montana  State 
Medical  Association,  but  not  published.  These  three  described 
the  clinical  symptoms,  but  the  pathology  and  etiology  were  not 
discussed. 

May  12,  1902,  the  writers  were  engaged  by  Dr.  A.  F.  Longe- 
way,  secretary  of  the  Montana  State  Board  of  Health,  to  investi- 
gate the  nature,  causation,  and  means  of  prevention  of  the  disease. 
Dr.  Wilson  arrived  in  Missoula  on  May  16, 1902,  and  Dr.  Chown- 
ing  on  May  26,  1902.     Both  the  writers  remained  in  Missoula  or 

*  Received  for  publication,  Oct.  15, 1908. 

'  The  name  "  spotted  fever  "  as  applied  to  the  disease  under  consideration  is  an  unfor- 
tunate one,  since  it  has  been  applied  to  several  other  diseases  of  man.  The  name  "  tick 
fever,*'  proposed  by  local  newspapers  when  the  hypothesis  of  transmission  by  ticks  was 
advanced  by  the  writers  in  1902,  seems  to  be  fairly  distinctive.  It  is  open  to  the  objection 
that  it  has  been  previously  used  as  a  synonym  for  *'  Texas  fever  "  in  cattle,  and  that  it  does 
not  accurately  indicate  either  symptoms  or  etiology.  Since  the  disease  appears  to  be  the 
first  described  infection  of  man  by  a  pyroplasma,  the  writers  propose  for  it  the  name  pyro- 
plasmosis  Kominis, 
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the  vicinity  until  July  14,.  1902.  During  this  time  the  writers 
studied  seven  cases  clinically  and  performed  six  autopsies.* 

During  the  last  week  of  June,  1902,  Dr.  F.  F.  Wesbrook, 
professor  of  pathology  and  bacteriology  in  the  University  of 
Minnesota,  and  director  of  the  Minnesota  State  Board  of  Health 
Laboratory,  and  Dr.  J.  O.  Cobb,  surgeon  of  the  United  States 
Public  Health  and  Marine  Hospital  Service,  visited  Missoula,  and 
in  company  with  the  writers  examined  clinically  case  No.  96.  They 
also  examined  fresh  blood  preparations  from  this  case,  and  gross 
and  microscopic  specimens  from  previous  autopsies  and  spermo- 
philes.* 

During  the  spring  of  1903  the  writers  continued  the  investi- 
gation for  the  Montana  State  Board  of  Health,  Dr.  Wilson  being 
in  Missoula  from  April  22  to  May  20,  and  Dr.  Chowning  from 
May  19  to  June  19,  1903.  During  this  period  the  writers 
studied  clinically  ten  cases  and  performed  two  autopsies.  They 
also  collected  data  concerning  two  additional  cases  which  were 
seen  by  the  family  physician  only. 

Dr.  John  F.  Anderson,  surgeon  and  assistant  director  of  the 
United  States  Public  Health  and  Marine  Hospital  Laboratory, 
studied  with  the  writers  five  cases — including  one  autopsy — 
which  occurred  from  May  1  to  May  30,  1903.  The  writers  also 
gave  Dr.  Anderson  copies  of  their  observations  on  cases  Nos. 
115-19  inclusive,  two  photographs  of  case  No.  94,  one  photo- 
graph of  case  No.  117,  and  a  map  of  the  locality  showing  the 
location  of  cases.* 

The  writers  desire  to  express  their  most  sincere  thanks  to  Dr. 
F.  F.  Wesbrook,  professor  of  pathology  and  bacteriology  in  the 
University  of  Minnesota  and  director  of  the  Bacteriological 
Laboratory  of  the  Minnesota  State  Board  of  Health,  and  to  Dr. 
H.  M.  Bracken,  secretary  of  the  Minnesota  State  Board  of  Health 

2  A  preliminary  note  on  these  investigations  was  published  in  the  Journal  of  the 
Anieiucan  Medical  Association^  July  19, 1902,  and  a  full  account  in  the  First  Report  of  the 
Montana  State  Board  of  Health,  December  31, 1902. 

3WB8BROOK,  Biennial  Report  Minnesota  State  Board  of  Health,  1901-2;  Cobb,  U.  S. 
Public  Health  and  Marine  Hospital  Service  Reports,  1902, 1868. 

^Anderson,  "Preliminary  Report,"  American  Medicine,  September  26,  1903;  full 
report  in  forthcoming  Bulletin  No.  ].%  Laboratory  of  U.  S.  Public  Health  and  Marine  Hos- 
pital Service.    ' 
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and  professor  of  materia  medica  and  therapeutics  in  the  Univer- 
sity of  Minnesota. 

The  most  generous  assistance  was  also  received  from  the  State 
Universities  of  Minnesota  and  Montana,  the  State  Boards  of 
Health  of  Montana  and  Minnesota,  the  Northern  Pacific  Beneficial 
Association  through  its  chief  and  assistant  surgeons,  Drs.  J.  J. 
Buckley  and  E.  W.  Spottswood,  and  from  the  physicians  and 
citizens  of  Missoula  and  the  Bitter  Root  Valley. 

HISTORY   OF   THE    DISEASE. 

So  far  as  can  be  determined,  the  first  case  of  "spotted  fever,'' 
*' black  fever,"  or  "blue  disease"  in  the  Bitter  Root  Valley  in 
Montana  occurred  in  1873.  At  this  time  there  were  but  few 
white  men  in  the  valley.  No  authentic  information  of  its  occur- 
rence among  the  Indians — who  until  1890  inhabited  the  valley — 
has  been  obtained,  though  many  old  residents,  including  Indians, 
white  trappers,  traders,  and  Catholic  priests,  were  consulted. 

Since  its  first  appearance  probably  200  cases  of  the  severe 
type  have  occurred,  70  to  80  per  cent,  of  which  have  been  fatal. 
During  the  spring  of  1902,  18  such  cases  developed,  15  of  which 
died  and  3  recovered.  During  1903  12  cases  developed,  6  of 
which  died  and  5  recovered  completely,  while  1  died  of  acute 
gastritis  after  convalescence  had  been  established  for  some  time. 
The  writers  collected  from  the  attending  physicians  data  concern- 
ing 114  of  these  cases,  and  published  them  with  a  locating  map 
in  the  Montana  State  Board  of  Health  Report^  1902.  The  map 
is  herewith  reproduced,  with  the  numbers  of  the  cases  occurring 
during  1903  added  thereto.     (See  map  opposite  p.  32.) 

LOCATION. 

The  cases  of  "spotted  fever"  in  Montana  are  confined  to  the 
eastern  foothills  of  the  Bitter  Root  Mountains  (a  range  along  the 
top  of  which  runs  the  Montana-Idaho  state  line) ;  namely,  on  the 
western  side  of  the  Bitter  Root  Valley  in  an  area  from  four  to  ten 
miles  wide  and  fifty  miles  long.  On  the  map  seven  cases  are 
noted  as  occurring  on  the  east  side  of  the  Bitter  Root  River, 
There  is  reason  to  believe,  however,  that  each  of  these  cases  was 
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originally  infected  on  the  west  side  of  the  river.  There  is 
nothing  to  indicate  where  case  No.  104  received  its  infection. 
Few  cases  have  been  known  to  originate  in  Montana  outside  of 
this  territory,  except  eight  in  an  area  about  a  half-mile  wide  and 
ten  miles  long  in  the  narrow  cafion  of  Rock  Creek  about  twenty 
miles  east  of  the  Bitter  Root  Valley.  Two  cases  have  occurred  in 
a  valley  near  Bridger,  Mont.,  about  two  hundred  and  fifty  miles 
east  and  seventy-five  miles  south  of  the  Bitter  Root  Valley.  Dr. 
Maxey's  paper*  describes  cases  in  Idaho  mostly  along  the  southern 
foothills  of  the  Boise  Mountains.  The  cases  seem  to  be  limited 
largely  to  the  north  side  of  the  Snake  River  Valley  from  Seven 
Devils  to  Haley,  and  to  occur  from  the  latter  part  of  March  to 
the  middle  of  July.  After  the  publication  of  the  writers'  pre- 
liminary report,  W.  M.  Wood,  major  surgeon  in  the  United  States 
army,  presented  the  writers  with  a  copy  of  a  series  of  letters 
which  he  received  from  a  number  of  physicians  in  Idaho  in  1898 
in  response  to  his  inquiries  concerning  "spotted  fever"  in  that 
state.  Major  Wood  presented  a  symposium  of  these  letters  in  a 
report  to  the  surgeon-general  of  the  United  States  army  in  1898, 
but,  so  far  as  the  writers  are  aware,  this  report  has  not  been 
published.  This  symposium,  with  Dr.  Maxey's  paper  and  a 
number  of  communications  received  by  the  writers  from  phy- 
sicians in  Idaho,  seems  to  make  it  certain  that  the  disease  known 
as  '^spotted  fever"  in  Montana  has  also  a  definite  distribution  in 
Idaho,  and  that  it  resembles  very  closely  the  disease  in  Montana 
in  all  respects  except  in  its  comparatively  very  low  mortality. 

A  personal  letter  from  Dr.  W.  R.  Kendall,  major  and  surgeon 
in  the  United  States  army,  San  Francisco,  describes  cases  seen  by 
him  in  1887,  in  the  Quinn  River  Valley  in  Nevada,  and  a  similar 
letter  from  Dr.  J.  J.  Bradbury,  Cody,  Wyo.,  describes  cases 
occurring  near  Cody  and  near  Meeteetse,  Wyo.,  during  the  spring 
of  1903.  In  both  of  these  localities  the  disease  is  of  the  mild 
type. 

The  Bitter  Root  range  of  mountains  is  very  rugged,  the  top 
being  covered  with  snow  until  about  July  1.  .  The  range  on  the 
east  side  of  the  valley  is  less  rugged,  though  the  snow  remains 

s  See  p.  31. 
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almost  as  long  in  spring  as  on  the  west  side.  On  the  foothills 
the  snow  melts  from  sunny  exposures  as  early  as  February,  the 
bulk  of  it  disappearing  in  April  and  May.  The  climate  of  the 
valley  is  very  mild,  as  is  evidenced  by  the  many  orchards  of 
apple,  pear,  cherry,  and  plum  trees.  The  altitude  of  the  valley 
is  about  3,500  feet  above  sea  level.  The  population  is  made  up 
largely  of  fairly  well-to-do  ranchers,  the  majority  of  whom  have 
come  from  Missouri,  Georgia,  and  the  Carolinas.  They  are,  as  a 
rule,  cleanly  and  healthy.  The  lumber  industry  is  an  important 
one,  and  many  cases  of  "spotted  fever"  have  arisen  about  saw- 
mills and  on  ground  recently  cleared  of  timber. 

SEASON. 

The  disease  occurs  chiefly  in  the  spring.  The  earliest  recorded 
case  began  March  17,  and  the  latest  about  July  20,  though  most 
cases  occur  between  May  15  and  June  15.  There  are  no  records 
of  any  cases  occurring  between  July  20  and  March  17,  though 
there  are  rumors  of  some  cases  having  occurred  as  early  as 
'February.  The  following  table  shows  the  distribution  by  months 
of  the  reported  cases: 

TABLE  I. 
Showing  Distribution  of  Cases  by  Months. 
March  -        -        -        -    6  cases 
April         -        -        -      24     " 
May      -        -  -  46     «    . 

June  -  -  -  35  •' 
July  -  -  -  -  5  " 
Spring  -  -        -  10     *'      (but  exact  month 

—  uncertain) 

Total    -        -        -     126  cases 

PREVIOUS   CONDITION   OF   PATIENT. 

The  general  health  of  the  patient  appears  to  have  little  part 
in  determining  susceptibility  to  the  disease.  A  large  number  of 
cases  give  a  history  of  recent  exposure  to  wet  or  cold,  or  of  over- 
exertion shortly  before  the  attack,  but  in  several  cases  all  such 
history  has  been  absolutely  excluded.  Many  of  the  patients  had 
suffered  somewhat  from  indigestion  and  constipation  immediately 
prior  to  the  attack.     In  others  no  such  condition  existed. 
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SEX   AND   AGE. 

The  relationship  of  sex  and  age  to  susceptibility  and  mortality 
is  shown  in  the  following  table: 

TABLE  II. 

Showiog  Fatal  and  Recovered  Cases  Arranged  with  Reference  to  Age  and 

Sex  of  Patients. 


Males 


Died 


Recov- 
ered 


Total 


Fbmales 


Died 


Recov- 
ered 


Total 


C6  o 

II 


Under  five  years 

Five  to  ten  years  

Ten  to  twenty  years 

Twenty  to  thirty  years 

Thirty  to  forty  years ^. . 

Forty  to  fifty  years 

B^fty  to  sixty  years 

Sixty  to  eighty  years 

Age  not  stated 

Total 


4 
5 
5 
13 
19 
6 
2 
4 
1 


59 


4 

1 
3 
4 
5 
2 
1 


20 


8 
6 
8 
17 
24 
8 
3 
4 
1 


5 
4 
5 
3 
7 
1 
1 
2 


79 


28 


19 


5 

7 
11 

7 
11 

2 

2 


47 


13 
13 
19 
24 
35 
10 
5 


126 


The  cases  are  too  few  to  warrant  the  drawing  of  elaborate  con- 
clusions where  such  varying  factors  are  concerned.  It  is  prob- 
able, however,  that  the  large  number  of  cases  occurring  in  males  of 
twenty  to  forty  years  and  in  females  of  somewhat  younger  age  is 
due  to  the  increased  exposure  to  infection  through  their  occupa- 
tion or  pleasure  taking  them  outdoors  in  the  foothills  and 
mountains  in  the  spring  of  the  year. 

TYPES   OF   THE   DISEASE. 

Most  physicians  in  the  Bitter  Root  Valley  who  have  had  experi- 
ence with  the  disease  recognize  but  one  type,  a  severe  and  usually 
fatal  form,  the  diagnostic  feature  of  which  is  the  "spots."  Sev- 
eral physicians,  however,  recognize  in  addition  a  mild  type  in 
which  there  are  no  "spots."  There  is  much  difficulty  in  the  accu- 
rate diagnosis  of  the  mild  type,  and  though  its  existence  must  be 
recognized,  yet,  during  the  investigation  herewith  reported,  all  of 
the  examinations  except  one  were  made  on  cases  of  severe  type. 
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The  type  of  the  disease  which  appears  in  Idaho,  as  described  by 
Dr.  Maxey,  Major  Wood,  and  other  physicians  of  that  state,  is 
apparently  very  much  milder  than  that  of  the  severe  form  appear- 
ing in  Montana,  though  the  cases  all  show  the  peculiar  eruption. 

SYMPTOMS." 

Incubation,— Though  all  cases  occurring  in  1902  and  1903  gave  a  history 
of  tick  bites  shortly  before  the  onset  of  symptoms,  only  the  following  cases 
gave  a  clear  history  of  a  definite  incubation  period: 

Cases  Nos.  94,  97, 117, 124,  and  125,  2  days 

Case  No.   96 3    " 

Case  No.  119 5    " 

Case  No.  116 6    " 

Case  No.  122 7    *• 

Case  No.  115 8    " 

Cases  Nos.  120, 121    -        .        -        .  2  to  5  days 

Onset— CsLses  Nos.  94,  96,  97, 115, 116, 117, 119,  and  120  give  a  history  of 
soreness  about  the  tick  bite  and  pains  radiating  therefrom  which  continued 
until  the  initial  chill.  The  chill  is  usually  most  severe  at  the  beginning  of  the 
attack  and  recurs  at  irregular  intervals,  though  with  decreasing  severity.  At 
the  onset  there  is  severe  aching  in  the  bones  and  muscles,  with  pains  in  the 
back  and  joints.  The  patient  is  usually  very  weak,  and  headache  may  be 
severe.  Constipation  at  this  period  is  usually  present.  There  is  considerable 
restlessness.  A  bronchial  cough  is  frequently  present.  The  urine  is  usually 
small  in  amount  and  highly  colored;  albumen  is  sometimes  present.  The 
skin  is  dry  and  the  tongue,  even  at  the  onset,  is  thickly  coated.  The  coat,  at 
first  white,  becomes  brownish  as  the  fever  increases,  while  the  tongue  becomes 
dry  and  cracked.  Sordes  appear  early  and  may  be  quite  pronounced.  Indeed, 
the  whole  facies  in  these  respects  is  very  like  typhoid. 

Temperature. —  After  the  initial  chill,  fever  rapidly  develops,  and  may 
reach  108  to  104 ''F.  on  the  second  day.  It  gradually  increases,  and  reaches 
its  maximum  in  from  five  to  seven  days,  when  it  may  register  from  105  to 
107**  F.  Usually  a  slight  evening  increase  and  morning  decrease  are  noted. 
The  temperature  occasionally  becomes  normal  or  subnormal  eighteen  to 
twenty-four  hours  before  death.  Where  recovery  occurs  it  usually  is  by  lysis, 
much  as  in  typhoid.  The  diminution  of  the  fever  begins  about  the  end  of 
the  second  week,  and  reaches  normal  about  two  to  four  weeks  later.  The 
following  are  representative  charts  (see  charts  opposite  p.  37). 

Skin. — The  eruption  usually  begins  from  the  second  to  the  fifth  day  after 
the  chill.  Thus  of  126  cases  the  eruption  appeared  on  the  second  day  in  11 
cases,  third  day  in  65  cases,  fourth  day  in  22  cases,  fifth  day  in  7  cases,  sixth 
day  in  3  cases,  seventh  day  in  2  cases,  eighth  day  in  2  cases  (both  doubtful), 

>The  writers  have  already  published  (First  Biennial  Report^  Mont.  State  Board  of 
Health,  1902, 44r^l),  detailed  clinical  histories  of  ten  cases  and  notes  on  six  autopsies.  Their 
clinical  observations  on  twelve  cases  and  on  two  autopsies,  made  during  1908,  will  be  pub- 
lished in  detail  in  the  Second  Biennial  Report,  Mont.  State  Board  of  Health.  The  matter  is 
too  extensive  for  the  limits  of  the  present  article. 
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ninth  day  in  2  cases,  and  unknown  dates  in  12  cases,  making  a  total  of  126 
cases.  It  appears  first  about  the  wrist  and  ankles  or  back.  It  then  extends 
over  the  entire  body— the  abdomen  usually  being  involved  last.  Sometimes 
it  spreads  very  rapidly,  the  entire  surface  of  the  body  being  covered  in  twelve 
hours.  More  usually,  however,  one  or  two  days  pass  before  it  reaches  the 
maximum.  The  scalp,  palms  of  the  hands,  and  soles  of  the  feet  are  frequently 
covered  with  eruption.  Occasionally,  though  perhaps  rarely,  purplish  spots  are 
found  on  the  mucous  membrane  of  the  inside  of  the  cheeks.  The  macules  are 
at  first  rose-colored  and  consist  of  circular  spots,  varying  in  size  from  1  to 
5  mm.  in  diameter.  They  are  not  elevated.  At  first  they  disappear  on  pressure, 
but  quickly  reappear.  They  are  sometimes  tender  to  the  touch.  This  appear- 
ance ordinarily  rapidly  changes,  the  macules  becoming  permanent,  assuming 
a  dark  blue  or  purplish  color,  and  increasing  in  size  until  by  confluence  a 
mottled  or  marbled  appearance  may  be  given  to  the  skin,  especially  in  the 
dependent  portions.  In  some  cases  the  marbling  covers  the  entire  body. 
The  color  now  no  longer  disappears  on  pressure.  This  appearance  is  shown 
in  the  accompanying  photograph  from  case  No.  117.    (See  Plate  I,  Fig  1.) 

In  some  cases  the  eruption  at  no  time  becomes  confluent,  and  only  small 
brownish  or  purplish  petechiae  may  be  present,  giving  a  speckled  appearance 
which  has  been  likened  to  that  of  a  turkey's  egg.  This  appearance  is  shown 
in  the  accompanying  photograph  from  case  No.  94.    (See  Plate  I,  Fig.  2 ) 

The  skin  ordinarily  shows  some  jaundice.  This  may  also  be  quite  marked 
in  the  conjunctivae,  the  vessels  of  which  are  injected  from  the  onset.  About  the 
second  week  ordinarily  the  skin  presents  a  glazed  appearance.  Desquama- 
tion begins  about  the  third  week  and  extends  over  the  whole  body,  but  is 
slight  except  over  the  most  affected  areas.  The  spots  fade  as  the  fever  sub- 
sides, but  may  not  entirely  disappear  for  weeks  or  months,  after  convalescence 
is  established.  In  some  cases  the  skin  becomes  gangrenous  over  considerable 
areas,  as  on  the  elbows,  fingers,  toes,  lobes  of  the  ears,  scrotum,  etc. 

There  is  a  peculiar  ashy  paleness  present,  more  readily  observed  in  chil- 
dren and  women,  a  few  days  before  death. 

Nervous  system. — Aside  from  the  headache  at  the  beginning,  many 
patients  show  no  nervous  symptoms  until  just  prior  to  death.  A  low  mutter- 
ing delirium,  as  in  typhoid  fever  is  present  in  some  severe  cases,  the  patient 
being  but  partly  rational.  In  the  severe  stages,  picking  at  mouth,  ears,  bed 
clothing,  etc.,  is  present.  Except  at  the  outset,  the  disease  is  remarkable  for 
its  freedom  from  pain.  The  pupils  react  normally  to  light  and  acconmioda- 
tion.    There  is  no  opisthotonos.    Kernig's  sign  is  absent. 

Circulatory  system.— The  pulse  at  the  onset  is  usually  full  and  strong^ 
but  gradually  becomes  more  and  more  rapid,  while  it  loses  its  volume 
and  strength,  very  much  as  in  diphtheria.  In  fatal  cases  in  adults  it  may 
reach  150  per  minute  some  days  before  death.  The  rapidity  of  the  pulse 
is  sometimes  out  of  all  proportion  to  the  temperature,  as  may  be  also  the 
respiration. 

Blood,  when  removed  for  examination,  appears  to  be  somewhat  darker 
than  normal,  as  well  as  somewhat  less  fluid.  On  exposure  to  the  air  the  color 
brightens  perceptibly.  The  results  of  the  red  and  white  blood-cell  counts 
and  of  the  hemoglobin  estimates  are  shown  in  the  following  table: 
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TABLE  III. 

Showing  Red  and  White  Cell  Counts  and  Hemoglobin  Estimates  in 
Pyroplasmosis  hominis. 
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It  will  be  noted  that  these  counts  were  made  in  an  altitude  of  about  3,500 
feet,  where  the  normal  count  is  above  rather  than  under  5,500,000.  The  table 
then  shows  a  marked  reduction  of  red  blood-cells  and  of  hemoglobin,  with  a 
slight  increase  of  leucocytes  at  times.  The  reduction  of  red  cells  is  particu- 
larly marked  just  before  death  in  fatal  cases,  and  in  recovering  cases  just 
before  beginning  of  convalescence.  One  child,  case  No.  101,  of  twelve  years, 
examined  two  months  after  convalescence,  showed  Hb.  80  per  cent.  Freshly 
drawn  blood  from  patients  during  their  illness  when  examined  with  the 
3  :12  oil-immersion  objective  shows  parasites  sparingly  in  the  red  blood- 
cells.  Blood  was  examined  from  three  recovered  cases,  one  of  two  months, 
one  of  one  year,  and  one  of  two  years,  without  finding  the  haematozoa. 
Case  No.  115,  examined  fourteen  days  after  patient  had  been  discharged  by 
physician,  still  showed  parasites  present  in  the  blood.  The  Widal  reaction 
with  6.  typhosus  is  not  present.  The  spleen  is  uniformly  enlarged  and  tender 
on  palpation.  In  all  severe  cases  more  or  less  oedema  of  the  face  and  extremi- 
ties is  present.  This  may  be  marked  and  may  appear  as  early  as  the  third 
day  of  the  disease. 

Digestive  tract — At  the  onset  of  the  disease  the  appetite  is  usually  good, 
and  food  is  well  retained  and  assimilated.  About  the  beginning  of  the  second 
week  nausea  and  vomiting  develop,  and  continue  in  fatal  cases  to  the  end. 
In  some  cases  nausea  is  present  from  the  onset.  Constipation  is  usually 
present  from  the  beginning.  Abdominal  tympanites  usually  appears  one  or 
two  hours  before  death.  The  liver  is  somewhat,  though  not  markedly, 
enlarged.    Pain  on  pressure  is  absent. 

Urinary  system, — The  urine  is  reduced  to  about  one-half  its  normal 
amount  and  is  slightly  above  normal  in  color.  A  small  amount  of  albumen 
has  been  found  in  each  of  the  five  cases  examined.  Hemoglobinuria  is  absent 
or  very  slight.  Both  granular  and  blood  casts  were  present  in  specimens 
from  each  of  the  nine  cases  examined. 

Respiratory  system.— The  respiration  rate  sometimes  reaches  60  per 
minute  in  the  adult,  though  ordinarily  it  does  not  run  above  36  per  minute. 
Like  the  pulse  rate,  it  is  frequently  out  of  all  proportion  to  the  temperature. 
It  is  regular,  but  usually  shallow.  It  may  be  labored  and  accompanied  by 
mucous  rales,  during  the  last  day  or  two  of  life.  Cheyne-Stokes  respiration 
has  not  been  observed.  Hypostatic  pneumonia  sometimes  develops.  Lobar 
pneumonia  occasionally  occurs  as  a  complication,  and  usually  hastens  the  end. 

Complications. — The  symptoms  above  noted  are  sometimes  complicated 
by  gangrene,  hypostatic  pneumonia,  articular  rheumatism,  etc.  Two  physi- 
cians have  noted  epistaxis,  but  it  has  been  present  in  but  three  of  the  cases 
seen  by  the  writers. 

PROGNOSIS. 

In  Montana  cases  of  the  mild  type  of  the  disease,  which  show 
no  spots,  are  as  yet  too  indefinitely  diflFerentiated  to  permit  of 
their  inclusion  with  those  of  the  severe  type  which  invariably 
develop  the  eruption.  That  such  cases  exist  there  can  be  ^o 
doubt.     They  are  never  fatal.     On   the   other  hand,  the   cases 
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which  are  marked  by  the  eruption  have  a  mortality  of  70  to  80 
per  cent.  Thus  of  the  126  cases  reported,  88  died  and  38 
recovered — a  mortality  of  70+  per  cent.  If  there  is  omitted 
from  the  list  8  early  cases,  concerning  the  diagnosis  of  which 
some  doubt  was  expressed,  and  none  of  which  were  iatal,  the  88 
deaths  out  of  a  remaining  total  of  118  cases  gives  a  mortality  of 
75  per  cent. 

Death  usually  occurs  between  the  sixth  and  the  eleventh  days. 
Thus  of  the  88  fatal  cases,  death  occurred  on  the  third  day  in  1 
<jase,  fourth  day  in  1  case,  fifth  day  in  3  cases,  sixth  day  in  13 
<;ases,  seventh  day  in  12  cases,  eighth  day  in  13  cases,  ninth 
•day  in  11  cases,  tenth  day  in  11  cases,  eleventh  day  in  9  cases, 
twelfth  day  in  3  cases,  thirteenth  day  in  3  cases,  fourteenth  day 
in  2  cases,  fifteenth  day  in  1  case,  eighteenth  day  in  1  case  (com- 
plication), twenty-seventh  day  in  1  case  (complication  second 
week  of  convalescence),  and  on  unnoted  days  in  3  cases.  Thus 
•death  occurred  in  69  cases  between  the  sixth  and  the  eleventh 
4ay8. 

The  prognosis  of  cases  in  Idaho,  Nevada,  and  Wyoming  is 
much  more  favorable. 

MORBID   ANATOMY. 

Eight  autopsies  were  made  by  the  writers,  in  from  three  to  twenty-four 
hours  after  the  death  of  the  patient.^  Four  of  these  were  on  adult  males,  two 
•on  adult  females,  one  on  a  four-year-old  male,  and  one  on  a  five-year-old 
female.  The  macroscopic  lesions  were  very  uniform,  and  may  be  summarized 
as  follows :  Intense  rigor  mortis  appeared  early.  The  skin  over  all  dependent 
portions  of  the  body  presented  a  marbled  appearance.  Over  the  non-dependent 
portions  it  was  covered  with  petechiae.  In  all  cases  small  wounds  of 
the  skin  due  to  tick  bites  were  present.  The  pleura  was  normal.  The 
lungs  showed  hypostatic  congestion.  The  pericardium  was  normal.  The 
•epicardium  usually  contained  a  few  petechial  hemorrhages  near  the  base  of 
the  left  ventricle.  The  myocardium  was  softened.  The  right  ventricle  was 
filled  with  dark  fluid  blood :  the  left  was  almost  empty  or  contained  only  a 
jsmall  clot. 

The  spleen  was  enlarged,  being  from  three  to  three  and  one-half  times  its 
normal  weight.  The  capsule  was  distended  and  thinned.  On  section  the 
tissue  was  found  dark  red  and  so  soft  as  to  be  in  most  cases  diffluent.  The 
-outlines  of  the  Malpighian  bodies  were  obliterated.  The  omentum  covering 
the  spleen  was  usually  congested.  In  some  instances  the  dependent  portions 
iof  the  stomach  wall  were  hyperemic. 

7  Six  wore  made  earlier  than  eleven  hours  after  death. 
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The  intestines  were  normal — except  slight  hypostatic  congestion  in  two 
cases  —  throughout  their  entire  extent.  The  liver  was  slightly  enlarged,  pale 
in  color,  and  of  normal  consistency. 

In  all  cases  one  or  both  kidneys  showed  small  ^subcapsular  hemorrhages 
on  the  ventral  surface.  The  capsule  stripped  readily.  The  cortex  on  section 
was  congested.  The  bladder  was  normal,  and  contained  a  small  amount  of 
urine  slightly  darker  than  normal.  The  uterus  in  the  three  females  examined 
was  apparently  normal. 

The  meninges  of  the  brain  and  spinal  cord  showed  a  slight  congestion, 
apparently  hypostatic.    There  was  no  basilar  (or  other)  meningitis. 

MORBID    histology. 

(Studies  in  morbid  histology  are  incomplete.    The  following  is  a  brief  state- 
ment of  work  done.) 

Teehnie. —  Specimens  at  all  autopsies  were  collected  from  the  skin,  lung, 
heart  muscle,  spleen,  liver,  and  kidney,  and  from  the  brain  and  spinal  cord  in 
three  instances.  These  tissues  were  fixed  in  96  per  cent,  alcohol,  10  per  cent, 
formaldehyde,  and  Zenker's  fluid.  After  paraffin  imbedding,  sections  3,  5, 
and  10/K  thick  were  cut.  Staining  was  done  with  hematoxylin  and  eosin, 
eosin  and  Unna's  alkaline  methylene  blue,  Nocht-Romanowsky's  method, 
Laveran's  method,  and  Nocard*s  modification  of  Laveran*s  method. 

Skin, — The  capillaries  of  the  skin  are  distended  with  blood  which  con- 
tains an  excess  of  leucocytes.  Many  red  cells  have  escaped  from  the  vessels 
into  the  surrounding  tissues.  In  some  cases  blood-pigment  granules  are 
present  in  old  extravasations.  In  a  few  instances  phagocytes  containing 
infected  red  cells  are  present.  Not  so  many  infected  red  cells  are  found  as 
are  present  in  the  spleen,  kidney,  and  liver. 

Lu7ig,—A\y  the  lungs  show  considerable  congestion  and  swelling  of  the 
capillaries.  Many  red  blood-cells  containing  parasites  are  present.  In  most 
of  the  cases  many  phagocytes  which  have  taken  up  infected  red  cells  and 
pigment  granules  are  found.  In  one  case  there  is  considerable  broncho- 
pneumonia. 

Heart, — ^The  capillaries  of  the  heart  are  distended.  There  is  not  much 
extravasation  of  red  cells,  but  considerable  round  cell  infiltration.  All  the 
cases  show  considerable  parenchymatous  degeneration.  Those  cases  in  which 
round  cell  infiltration  is  marked  show  also  swelling  of  the  muscle  fiber  nuclei 
with  fragmentation. 

Spleen, — The  spleen  shows  an  engorgement  with  red  blood- cells  and  leu- 
cocytes. The  outlines  of  the  Malpighian  bodies  are  lost.  There  is  a  marked 
infiltration  of  leucocytes  mostly  of  the  polymorphonuclear  type  in  the  region 
of  the  Malpighian  bodies.  There  is  much  blood  pigment  both  free  and  within 
phagocytes.  Many  pyroplasmata  are  present  both  free  and  within  red  cells, 
many  of  which  have  been  take  up  by  phagocytes. 

liver.— The  capillaries  are  distended  with  blood  containing  an  excess  of 
leucocytes.  Many  red  cells  contain  parasites.  The  infected  cells  are  fre- 
quently contained  within  phagocytes.    There  is  an  acute  parenchymatous 
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hepatitis,  with  very  marked  fatty  degeneration.  *  Some  of  the  cases  show  con- 
siderable blood  pigment. 

Kidney,— The  blood-vessels  are  congested.  There  is  some  extravasation 
of  red  blood-cells,  particularly  in  the  cortex.  Many  phagocytes  containing 
infected  red  cells  and  detritus  are  present.  There  is  a  general  acute  paren- 
chymatous nephritis. 

Brain. — There  is  a  slight  congestion  of  the  capillaries  of  the  meninges. 
A  few  of  the  vessels  of  the  cortex  contain  infected  red  blood-cells.  There  is 
some  distension  of  the  pericellular  spaces  in  the  cortex.  Little  or  no  chro- 
matolysis  is  shown  by  Nissl's  stain. 

Spinal  cord.— The  vessels  are  somewhat  congested,  as  in  the  brain,  and 
contain  a  small  number  of  infected  corpuscles.  In  one  case  the  anterior  horn- 
cells  show  considerable  chromatolysis  with  Nissl's  stain.  No  fiber  degenera- 
tion is  shown  by  Weigert's  stain. 

Summary.— The  changes  are  those  which  can  be  ascribed  to  interference 
with  capillary  circulation.  The  extravasation  into  and  pigmentation  of  the 
skin  account  for  the  persistence  of  the  "  spots "  for  long  periods  after  the 
recovery  of  the  patients.  There  is  acute  parenchymatous  degeneration  of  the 
heart  muscle,  spleen,  liver,  and  kidney.  The  central  nervous  system  is  but 
little  affected. 

ETIOLOGY. 

General  considerations. — In  studying  the  etiology  of  this 
disease  the  following  facts  appeared  to  be  of  most  significance : 

1.  The  disease  is  definitely  limited  in  locality,  being  sharply 
cnt  ojBf  from  the  east  side  of  the  Bitter  Root  Valley  by  the  Bitter 
Root  River. 

2.  It  is  confined  entirely  to  one  season  of  the  year,  namely, 
from  March  to  July. 

3.  It  attacks  alike  patients  of  any  age  and  either  sex,  though 
those  whose  occupations  or  pleasures  take  them  to  the  foothills  of 
mountains  in  springtime  are  most  aflfected. 

4.  All  the  symptoms  and  lesions  indicate  that  the  disease  is 
due  to  a  specific  infection. 

5.  There  is  not  even  a  suspicion  of  its  ever  having  been 
transferred  directly  from  one  human  being  to  another,  except  in 
one  instance,  in  which  an  infant  (Case  No.  17),  born  while  the 
mother  was  suiSering  from  the  disease,  developed  marked  purpura 
on  the  second  day  after  birth. 

6.  In  no  instance  have  two  or  more  persons  with  the  same 
food  or  water  supply  been  simultaneously  stricken  with  the 
disease. 
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7.  There  are  no  symptons  nor  lesions  which  point  to  the 
digestive,  respiratory,  or  genito-urinary  tracts  as  the  avenue  of 
infection. 

8.  In  all  the  cases  examined  by  the  writers  there  were  small 
wounds  of  the  skin,  said  to  have  been  made  by  the  bites  of  ticks. 
In  twenty  of  the  cases  studied  in  1902-3  this  history  was  definite 
and  positive.  In  three  of  the  cases  studied  during  1902  and  in 
eleven  of  the  cases  studied  during  1903  there  was  a  clear  history 
of  one  or  more  severe  tick  bites  two  to  eight  days  before  the 
initial  chill.  In  most  of  these  cases  a  continuous  chain  of  local 
symptoms  was  present  from  the  date  of  the  bite  until  the  onset 
of  general  symptoms. 

Bacteria, — In  seventeen  cases  direct  coverslip  preparations 
were  made  from  the  patient's  blood  during  life.  No  bacteria 
were  found  in  any  of  these.  In  thirteen  of  these  cases  cultures 
on  Loffler's  blood-serum,  plain  agar,  and  in  bouillon  were  made 
from  the  same  source  as  the  coverslip  preparations,  after  scrubbing 
the  skin  thoroughly  with  alcohol.  Cultures  from  four  of  the 
cases  showed  a  few  cocci,  which  were  determined  by  subcultures 
to  be  Staphylococcus  epidermidis  albus.  At  the  eight  autopsies — 
held  three,  seven,  eight,  nine,  ten,  eleven,  twenty-two,  and  twenty- 
four  hours  after  death,  respectively — direct  coverslip  preparations 
were  made  from  the  subcutaneous  tissue,  lung,  pericardial  fluid, 
heart's  blood,  spleen,  liver,  and  kidney.  In  but  three  autopsies 
was  the  central  nervous  system  examined.  Here  coverslip  prepa- 
rations were  made  from  the  meninges  and  substance  of  the  brain 
and  spinal  cord.  The  coverslip  preparations  were  stained  with 
eosin  and  Loffler's  methylene  blue,  with  eosin  and  Unna's  alka- 
line methylene  blue,  and  by  Gram's  method.  No  bacteria  were 
found  in  any  of  them,  except  a  few  cocci  in  one  skin  preparation 
(in  which  case  cultures  showed  the  presence  of  Staphylococcus 
epidermidis  albus),  and  in  the  preparations  from  the  spleen, 
which  in  one  case  showed  a  large  spore-bearing  (putrefactive) 
bacillus  and  in  another  B,  coli  communis.  At  the  autopsies  cul- 
tures were  made  from  all  the  sources  noted  under  coverslip  prepa- 
rations— and  in  addition  in  three  instances  from  the  intestinal 
-contents — on  Loffler's  blood-serum,  nutrient  agar,  and  in  bouillon. 
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About  1  c.c.  each  of  spleen  pulp  and  heart's  blood  were  also  sown 
into  flasks  containing  250  c.c.  each  of  bouillon.  The  spleen  in 
five  cases,  after  collection  of  coverslip  preparations,  cultures,  and 
histologic  specimens  (and  weighing),  was  wrapped  in  gauze, 
which  had  been  wrung  out  of  1:1,000  sublimate  solution,  and 
incubated  for  twenty-four  hours.  Direct  coverslip  preparations 
and  cultures  on  Ldffler's  blood-serum,  agar,  and  in  bouillon,  were 
then  made  from  the  incubated  organ. 

All  cultures  were  examined  macroscopically  and  in  coverslip 
preparations  stained  with  L6ffler's  methylene  blue.  The  bacteria 
found  were  as  follows: 

1.  Staphylococcus  epidermidis  albus  from  the  skin  in  three 
cases. 

2.  Staphylococcus  pyogenes  aureus  from  the  skin  in  one  of 
the  above  cases. 

3.  Bacillus  colt  communis  was  sparingly  present  in  cultures 
from  the  spleen  in  two  autopsies.  This  bacillus  was  also  present, 
mixed  with  but  few  other  organisms,  in  all  cultures  from  the 
intestinal  contents. 

4.  The  spleen  from  one  autopsy  showed  a  large  spore-bearing, 
anaerobic,  putrefactive  bacillus. 

No  growth  was  present  except  as  above  noted. 

It  will  thus  be  se^n  that  no  bacteria  of  etiologic  significance 
were  obtained. 

Haematozoa,  —  A  few  ovoidal  bodies  were  seen  within  red 
blood-cells  in  stained  direct  coverslip  preparations  from  the 
second,  third,  fourth,  fifth,  and  sixth  cases  examined  in  1902. 
The  character  of  these  bodies  was  not  determined,  however,  until 
microscopic  examination  of  the  fresh  blood  in  the  seventh  case 
was  made.  Similar  examinations  were  made  of  the  fresh  blood  in 
three  other  cases  examined  in  1902  and  nine  cases  in  1903.  In 
many  of  the  examinations  made  of  the  freshly  drawn  blood,  intra- 
cellular parasites  showing  amoeboid  movements  were  found.  In 
several  of  these  observations  extracellular  forms  were  found. 

In  the  observations  on  freshly  drawn  blood  usually  several 
fields  were  searched  before  any  red  cell  was  found  containing  a 
parasite.     The  same  is  true  of  stained  coverslip  preparations.    In 
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one  observation,  however,  made  on  the  seventh  day  of  illness  in 
an  adult  male  (Case  No.  96),  on  fresh  blood  many  red  cells  con- 
taining parasites  were  found.  In  this  specimen  fields  contained 
from  125  to  175  red  cells  (estimated).  Of  these  fields  two  contained 
eleven  infected  red  cells,  each  of  which  held  one  or  two  parasites. 
Another  field  contained  nine  infected  cells;  another  seven;  and 
three  contained  five  infected  cells  each.  Nearly  every  field 
held  one  or  more  infected  cells.*  Another  similar  observation  on 
the  fresh  blood  from  the  same  patient,  made  forty-eight  hours 
later,  revealed  only  a  very  small  number  of  the  infected  red  cells. 
In  the  meantime  no  material  change  in  the  clinical  symptoms  had 
occurred. 

In  a  single  one  of  several  observations  on  each  of  six  other 
cases  many  infected  red  cells  were  found.  Three  of  these  obser- 
vations were  made  within  twenty-four  hours  of  the  death  of  the 
patient ;  two  of  the  others  were  made  at  periods  when  the  patients 
were  very  ill,  and  the  third  on  the  patient's  second  day  of  illness, 
when  he  was  not  yet  showing  severe  symptoms. 

The  parasites  may  be  stained  in  direct  coverslip  preparations 
and  in  sections  by  any  of  the  intense  methylene  blue  stains,  or  by 
carbol  thionin.  The  results,  however,  are  very  unsatisfactory, 
owing  to  the  light  staining  of  the  parasites  and  the  lack  of  con- 
trast with  the  other  elements.  Better  effects  are  obtained  with 
Jenner's  and  Nocht-Romanowsky's  blood-stains.  The  writ€tfs  were 
not  able  to  obtain  the  ingredients  for  Laveran's'  and  Nocard's*" 
stains  for  pyroplasma  until  October,  1903.  These  stains  have 
been  used  on  blood  preparations  and  sections  collected  during  the 
springs  of  1902  and  1903.  The  results  are  much  better  than  those 
obtained  with  any  other  method,  though  it  has  been  found  neces- 
sary materially  to  increase  the  relative  amount  of  Borrel  blue  in 
Nocard's  modification.  These  are  the  only  methods  by  which  the 
writers  have  been  able  to  differentiate  the  chromatin  of  the  para- 
site. It  is  stained  red  or  violet,  while  the  remainder  of  the 
organism  is  pale  blue. 

i^The  counts  in  this  examination  were  made  after  the  specimen  had  been  for  three  and 
one-half  hours  under  observation  at  a  temperature  of  about  33°  C. 

9  Laveean,  Compt.  rend.  Soc.  de  Biol.,  1900, 52,  549. 

10  NocARD,  Ann.  de  VInst.  Fast.,  1902, 18,  257. 
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The  organiBm  varies  greatly  in  size,  form,  and  staining  reac- 
tion at  various  stages  of  its  development. 

The  smallest  forms  [Phase  1)  slightly  resemble  "hyaline 
bodies"  of  malaria,  tind  very  much  so  Pyroplasma  bigeminum 
(see  Plate  II,  Pig.  1).  When  stained  by  Laveran's  or  Nocard's 
stain,  the  chromatin  masses  are  seen  usually  near  one  end  of  the 
parasite.  This  form  is  usually  paired,  and  when  found  free  in 
the  blood  plasma  may  be  so  small  as  to  be  mistaken  for  diplococci. 
When  within  the  red  blood-cells — the  usual  situation — the  para- 
site is  somewhat  ovoidal  in  form  and  Ifiin  thickness  and  1  to  2fi  in 
length.  Sometimes  the  organism  is  roughly  spheroidal.  While 
but  two  parasites  are  usually  present  in  one  red  blood-cell,  the 
writers  have  observed  four,  six,  eight,  twelve,  and  sixteen  in  a  few 
instances  (see  Plate  II,  Pigs.  3  and  4).  When  the  organisms 
are  in  pairs  within  a  cell  their  lesser  extremities  are  often  toward 
each  other,  though  distinctly  separated  by  a  small  interval.  The 
lesser  extremities  in  a  few  instances  have  been  observed  to  be 
joined  by  a  very  fine  filament.  This  is  true  of  both  intra-  and 
extra-cellular  forms  (see  Plate  II,  Fig.  5).  These  small  forms 
have  occasionally  been  seen  to  change  their  position  within  the 
red  cell,  though  the  presence  of  pseudopodia  or  any  other  evidence 
of  amoeboid  movement,  except  the  transference  from  place  to 
place,  has  not  been  observed  in  them. 

Several  gradations  in  size,  in  both  single  and  paired  organisms, 
have  occasionally  been  observed  up  to  Phase  2,  This  phase  is 
marked  by  an  organism  usually  solitary  within  the  red  cell,  and 
ovoidal  in  form,  though  it  may  be  elongated,  ellipsoidal,  or 
spheroidal.  It  is  from  2  to  3/i  thick  and  3  to  5/li  long.  This 
type  in  freshly  drawn  blood  frequently  exhibits  active  amoeboid 
movements.  These  consist  in  the  elongation  of  the  organism, 
the  projection  of  pseudopodia  in  one  or  more  directions,  the  final 
retraction  of  all  pseudopodia,  and  the  assumption  of  the  ovoidal 
form  (see  Plate  II,  Pig.  6).  One  such  organism  was  kept  under 
observation  for  three  and  one-half  hours.  Its  movements  are 
shown  in  the  following  sketch.     (See  Fig.  1,  p.  48.) 

In  contrast  to  the  small  number  of  infected  cells  in  the  circu- 
lating blood  is  the  great  number  of  infected  cells  in  the  congested 
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capillaries  in  the  tissues.  This  is  especially  true  of  the  lung^ 
spleen,  liver,  and  kidney.  The  ovoidal  form,  however,  of  most  of 
the  parasites  appears  to  be  lost  shortly  after  death.  In  the  tissues 
the  parasites  contained  in  phagocytes  may  be  metachromatic  to 
methylene  blue.     The  organisms  may  be  best  stained  in  tissues, 

as  well  as  in  coverslip 
preparations,  by  Laveran'& 
and  Nocard's  methods  (see 
Plate  II,  Figs.  7  and  8), 
From  the  above  descrip- 
tion of  the  parasite  of 
"spotted  fever"  it  is  evi- 
dent that  the  organism  is 
a  haemocytozoan"  closely 
related  to  Pyroplasma  bi- 
geminumy  Pyroplasma  ca- 
nts^ Pyroplasma  ovis,  and 
Pyroplasma  equi.  The 
writers  therefore  propose 
placing  the  organism  in 
the  genus  pyroplasma, 
designating  it  Pyroplas- 
ma hominis  Wilson  and 
Chowning.  Following 
this,  the  term  Pyroplas- 
mosis  hominis  would  seem 
to  be  a  desirable  technical 
one  for  the  disease. 


Fig.  1.— Showing  amoeboid  movements  of  Pyro- 
plasma homtnis  in  a  red  blood-cell.  Blood  from 
ear  of  case  No.  96,  sixth  day  of  disease.  Specimen 
examined  in  a  room  temperature  of  80*  F.  by  lamp- 
light with  Zeiss  oc.  No.  4,  Obj.  1-12.  Four  other  r. 
b.  c.  out  of  about  175  in  the  same  field  contained 
parasites.  The  grannie  which  was  first  seen  at 
9:06  p.  M.  was  suddenly  extruded  from  the  parasite 
at  9: 57  P.  M.  and  had  disappeared  from  the  cell  at 
9:38  p.  M.  At  11:30  p.  K.  the  organism  was  still 
resting  as  at  IC:  58  p.  if.  (Observations  and  sketches 
made  by  Dr.  F.  F.  Wesbrook.) 


INOCULATION  EXPERIMENTS. 

June  4,  1902,  about  0.5  c.c.  each  of  the  spleen  pulp  and  heart's 
blood  removed  at  autopsy  No.  6  was  inoculated,  four  hours  after 
the  death  of  the  patient,  into  the  breast  muscles  of  two  pigeons, 
and  also  subcutaneously  into  the  right  groin  of  two  white  rabbits. 
The  blood  of  the  pigeons  was  examined  for  several  days  thereafter, 
but  the  organisms  were  not  found.     The  rabbits,  on  the  day  fol- 

n  Laveran,  Compt.  rend.  Soc.  de  Biol.,  1901,  53,  798. 
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lowing  inoculation,  showed  a  rise  of  temperature  of  1°  C.  At  this 
time  intracellular  organisms  were  found  in  the  blood  of  both  rab- 
bits, and  continued  present  in  specimens  collected  on  successive 
days  for  two  weeks.  One  of  the  animals — designated  rabbit  No. 
1 — was  then  killed.  At  autopsy  the  spleen  was  enlarged  and 
darker  than  normal.  It  was  not  softened.  There  were  no  mac- 
roscopic lesions  in  any  other  organ.  The  tissues  were  preserved 
in  95  per  cent,  alcohol,  Zenker's  fluid,  and  4  per  cent,  formalde- 
hyde. Examination  of  these  tissues  shows  many  organisms  indis- 
tinguishable morphologically  from  those  found  in  tissues  from 
human  cases.  The  second  rabbit — designated  rabbit  No.  2 — is 
still  alive,  sixteen  months  after  inoculation,  and  still  shows  the 
organisms  present,  though  they  are  becoming  less  numerous. 

May  12,  1903,  two  rabbits,  Nos.  3  and  4,  were  inoculated  intra- 
venously, one  with  heart's  blood  and  the  other  with  spleen  pulp 
from  case  No.  120,  twelve  hours  after  the  death  of  the  patient 
(autopsy  No.  7).  At  the  same  time  material  from  the  same 
sources  was  inoculated  into  two  Columbian  spermophiles.  Fre- 
quent examinations  were  made  of  the  blood  of  all  of  these  ani- 
mals, but  no  parasites  were  found  in  any  of  them.  This  result 
was  probably  due  to  .the  length  of  time  which  elapsed  between  the 
death  of  the  patient  and  the  making  of  the  inoculation. 

On  June  12,  1903,  rabbit  No.  5,  was  inoculated  intravenously 
with  20  c.c.  of  blood  drawn  two  minutes  previously  from  the 
superficial  median  vein  of  case  No.  125  (second  day  of  the  dis- 
ease). This  rabbit  (with  rabbit  No.  6)  was  immediately  shipped 
from  Missoula  to  Minneapolis.  No  clinical  symptoms  were  noted 
during  transit,  and  on  arrival  in  Minneapolis,  June  15,  the  animal 
was  in  apparently  good  health.  On  the  following  four  days  symp- 
toms of  sickness  were  noted.  No  temperatures  were  taken.  On 
June  19  blood  from  the  ear  was  examined  and  found  to  contain 
many  parasites,  both  intra-  and  extra-cellular  forms  being  present. 
On  June  20,  at  8  a.m.,  the  rabbit  died.  Autopsy  held  at  11  a.  m. 
Under  the  skin,  in  various  places  over  legs  and  trunk,  were  found 
hemorrhagic  areas.  The  spleen  was  swollen  to  about  three  times 
normal  size.  One  kidney  showed  a  hemorrhagic  condition  both 
on  external  surface  and  on  section.     On  June  12,  1903,  at  8  P.  m., 
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rabbit  No.  6  was  inoculated  intravenously  with  10  c.c.  of  blood 
drawn  from  the  superficial  median  vein  of  case  No.  124.  This  rab- 
bit (with  No.  5)  was  shipped  to  Minneapolis  and  is  still  living — 
apparently  well — although  frequent  examinations  have  shown  the 
presence  of  pyroplasmata  in  the  blood.  Two  sub-inoculations  have 
been  made  from  this  animal. 

MODE  OF  INFECTION. 

Since  there  is  no  suspicion  of  "spotted  fever"  ever  having 
been  transferred  directly  from  man  to  man,  and  since  there  is  no 
symptomatic  or  post-mortem  evidence  of  entrance  of  the  disease 
by  way  either  of  the  digestive  tract,  respiratory,  or  genito-urinary 
systems,  the  writers  were  led  to  examine  the  skin  for  evidence  of 
direct  inoculation.  In  each  case  under  observation,  during  the 
investigation,  evidence  of  tick  bites  was  present.  But  it  is  true 
that  in  the  locality  in  which  the  cases  occur  many  persons  are 
bitten  by  ticks  and  yet  show  no  symptoms  of  "spotted  fever." 
However,  the  following  facts  suggest  the  hypothesis  that  the  dis- 
ease is  conveyed  to  man  by  means  of  this  arachnid: 

1.  Ticks  appear  in  the  spring  as  soon  as  the  snow  melts  from 
the  sunny  exposures;  i.  e.,  as  early  as  February  15.  They  are, 
however,  chilled  and  inactive  until  the  latter  part  of  March.  In 
relation  to  this,  scattering  cases  of  "spotted  fever"  appear  during 
the  latter  part  of  March,  and  are  most  numerous  during  May  and 
June. 

2.  Ticks  become  less  numerous  about  the  middle  of  June,  and 
disappear  about  the  middle  of  July.  In  connection  with  this, 
cases  of  "spotted  fever"  become  less  numerous  from  the  middle  of 
June,  and  after  July  20  no  cases  have  been  observed  in  the  Bitter 
Root  Valley. 

3.  The  occurrence  of  "spotted  fever"  in  isolated  cases  in  a 
region  sharply  limited  on  one  side  by  a  river  would  indicate  the 
conveyance  of  the  germ  to  man  (if  by  any  animal)  by  a  tempora- 
rily parasitic  animal  which  travels  slowly  and  not  widely,  and 
which  is  not  carried  far  by  the  wind,  etc.  The  tick  answers  this 
description.  Owing  to  the  fact  that  the  valley  and  foothills  of  the 
west  side  of  the  river  are  much  more  generally  wooded  than  is  the 
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east  side,  ticks  are  apparently  much  more  abundant  on  the  west 
side  than  on  the  east  side. 

4.  All  haemocytozoa  of  warm-blooded  animals  of  which  the  life- 
cycle  is  now  known  pass  at  least  one  phase  of  their  development 
within  the  body  of  some  host  (an  insect  or  arachnid)  other  than 
the  one  whose  blood-cells  they  invade. 

5.  Hciemamoeha  malariae  Laveran,  the  haematozoan  which  in 
man  most  nearly  resembles  that  of  "spotted  fever,"  is  conveyed  to 
man  by  the  bite  of  an  insect.  Pyroplasma  bigeminum  Smith  and 
Kilbome,'^  the  haematozoan  which  causes  "Texas  fever"  in  cattle, 
and  which  is  apparently  a  very  close  relative  of  the  parasite  caus- 
ing "spotted  fever,"  is  conveyed  to  cattle  through  the  bites  of 
ticks  of  the  genus  Bodphilus  (or  Ripicephalus).  Pyroplasma  cants 
Piana  et  Galli  Valerio,  the  parasite  causing  malignant  jaundice  in 
the  dog,  is  conveyed  to  the  dog  by  the  bite  of  the  tick  Ha^ma- 
physalis  leaehV^  in  South  Africa,  and  in  Prance  and  Italy  by  a 
tick,  Derma^centor  reticulatus}*  It  is  perhaps  unnecessary  to  note 
that  o£  the  many  genera  of  mosquitoes  only  one  carries  the  mala- 
rial organism  to  man,  and  of  the  many  genera  of  ticks  only  one 
carries  the  "Texas  fever"  organism  to  cattle;  further,  that  even 
in  these  specific  genera  by  no  means  all  of  the  individuals  are 
ajflfected  with  the  pathogenic  parasite. 

6.  In  1902  the  writers  thought  they  had  identified  three 
species  of  ticks  in  the  Bitter  Root  Valley,  namely  Dermacentor 
reticulatusy  Dermacentor  electus,  and  Ixodes  ricinus.  However, 
specimens  were  not  preserved,  and  when  in  1903  eight  lots  of 
ticks  were  forwarded  by  the  writers  and  Dr.  Anderson  from  the 
locality  to  Dr.  Ch.  Wardell  Stiles,  of  the  United  States  Public 
Health  and  Marine  Hospital  Service,  he  at  first  gave  a  provisional 
diagnosis  of  Dermacentor  reticulatus.  After  propagation  experi- 
ments, however.  Dr.  Stiles  has  recently  written  the  authors  as 
follows : 

"The  ticks  are  undoubtedly  members  of  the  genus  Derma- 
centor.    They  are  very  closely  related  to  the  species  Z>.   reticu- 

i^Skith  akd  Kilbobnb,  U,  5.  Bureau  of  Animal  Industry ^  Bulletin  No.  i,  Washinffton, 
1893. 

13  BoBEBTSON,  J.  Comp.  Path,  and  Therapeut.,  14,  327 ;  and  Lounbburt,  Veterinarian^ 
75,86. 

14  NocARD  AND  MoTAS,  Ann.  de  VIngt.  Past.^  1902, 16,  257. 
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latiis,  but  I  have  noticed  certain  diflferences  which  I  am  inclined 
to  believe  extend  beyond  the  limit  of  specific  variations,  and 
which  I  think  will  eventually  justify  the  erection  of  a  new  species 
for  the  ticks  in  question.  I  hesitate,  however,  to  propose  a  new 
species  until  I  obtain  some  more  specimens,  and  also  until  I  am 
able  to  compare  them  with  further  material  of  D.  reiiculatus. 
The  most  constant  diflFerence  between  the  specimens  from  Mon- 
tana and  my  material  of  D.  reticulatus  is  in  the  stigmal  plate. 
Should  an  examination  of  a  large  number  of  specimens  show 
that  the  characters  observed  in  the  stigmal  plate  are  constant,  I 
think  there  will  be  no  doubt  regarding  the  validity  of  a  new 
species." 

It  is  perhaps  worthy  of  note  that  Dermacentor  reticulatus 
is  the  species  'described  by  Nocard  and  Motas'*  as  conveying 
Pyroplcisma  cam's  to  dogs. 

7.  Dr.  H.  P.  Johnson^'  during  1902  and  1903  has  made  an 
investigation  for  the  Montana  State  Veterinary  Department  of  a 
disease  of  sheep  in  the  Deer  Lodge  Valley,  in  which  he  has 
demonstrated  that  the  disease  in  question  is  pyroplasmatic  ictero- 
haematuria  caused  by  Pyroplasma  avis, 

8.  All  of  the  patients — twenty-three — coming  under  observa- 
tion during  this  investigation  had  been  bitten  by  ticks.  In 
fourteen  cases  a  history  was  given  of  severe  tick  bites  two  to  eight 
days  before  the  onset  of  the  disease.  In  a  number  of  other  cases 
an  apparently  clear  history  of  severe  tick  bites  immediately  pre- 
ceding the  onset  of  "spotted  fever"  was  vouched  for  by  the 
recovered  patients  or  their  friends. 

9.  In  the  case  of  W.  G.,  reported  in  1902,  a  local  infection  with 
the  presence  of  haemocytozoa  morphologically  identical  with 
those  present  in  cases  of  "spotted  fever"  was  certainly  induced 
by  the  bite  of  a  tick. 

10.  There  is  apparently  no  other  insect,  arachnid,  or  other 
biting  creature  within  the  infected  locality  which  fulfils  the  con- 
ditions indicated  in  the  above  outline  as  does  the  tick. 

^^Loc.  cit.  15  Johnson,  Proc.  Am.  Vet.  Med.  Assoc.,  1903. 
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spebmophilus  columbianus  possibly  also  a  host  of  pyboplasma 

•      HOMINIS. 

The  extreme  isolation  of  cases  of  "spotted  fever,"  their  occasional 
development  in  localities  removed  many  miles  from  the  site  of  any 
previous  case,  and  the  long  period  existing  between  the  death  or 
convalescence  of  the  last  case  of  any  one  year  before  the  develop- 
ment of  the  first  case  in  the  following  years,  render  improbable 
the  invariable  transference  of  the  haemocytozoa  even  indirectly 
— /.  e.,  via  tin  arachnid — from  previous  cases  to  new  ones.  The 
early  recognition  of  this  fact  led  the  writers  to  consider  the  possi- 
bility of  the  red  blood-cells  of  some  one  of  the  lower  warm- 
blooded animals  being  the  normal  habitat  of  the  pyroplasma  in 
that  stage  of  its  life-cycle  not  passed  within  the  body  of  some 
arachnid.  They  are  aware  that  such  a  multiplicity  of  hosts  of  any 
of  the  haemocytozoa  has  not  been  established,  yet  such  a  possi- 
bility is  suggested  by  a  careful  study  of  the  cases  of  "spotted 
fever."  The  probability  of  any  species  of  bird  serving  as  such  a 
host  is  rendered  slight  by  the  unique  geographical  distribution 
of  the  disease.  Of  the  mammals  of  the  locality  the  only  one 
whose  geographical  and  seasonal  distribution  bears  any  apparent 
relationship  to  the  disease  is  Spermophilus  columbianiis^  a 
southern  relative  of  Parry's  Arctic  spermophile. 

The  writers  gathered  specimens  from  various  animals  in  both 
iminfected  and  infected  areas.  Blood- smears  from  seven  horses 
from  an  infected  area  were  examined.  All  the  other  animals 
examined  were  rodents,  and  particularly  the  above  mentioned 
spermophiles.  Specimens  were  collected  from  rodents  in  the 
following  areas  (see  map  opposite  p.  33) : 

1.  Uninfected  areas. —  (a)  On  the  east  side  of  the  Bitter  Root 
River,  beginning  at  the  Hellgate  River  and  extending  to  a  point 
about  eight  miles  south  of  Stevensville,  a  distance  of  about  forty 
miles,  and  including  the  valley,  from  the  river  bank  to  the  upper 
foothills  ten  miles  east  of  the  river,  near  the  head  waters  of  Burnt 
Fork  Creek,  (ft)  On  the  north  side  of  the  Hellgate  River,  in  the 
neighborhood  of  Grant  Creek,  three  miles  west  of  Missoula,  (c) 
Ob  the  north  side  of  the  Hellgate  Rive,  one  mile  east  of  Missoula. 
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2.  Infected  area. — On  the  west  side  of  the  Bitter  Root  River, 
from  near  its  mouth  to  a  point  about  three  miles  south  of  Hamil- 
ton, and  from  its  banks  to  near  the  summit  of  the  Bitter  Root 
range  of  mountains  (on  Mount  Lo  Lo).  The  first  west-side  sper- 
mophile  examined  was  killed  within  thirty  yards  of  the  house 
where  case  No.  95  was  lying  sick.  A  number  of  spermophiles 
were  killed  near  Florence,  in  the  vicinity  of  which  many  cases  of 
"spotted  fever"  have  occurred.  A  number  were  killed  near  the 
sites  of  cases  Nos.  89, 115,  116,  119,  and  120. 

The  hemoglobin  estimations  of  spermophile  blood  from  both 
the  infected  and  uninfected  areas  average  between  90  and  100 
per  cent.  (Tallquist),  and  the  red  cell  counts  average  8,418,500, 
the  counts  ranging  from  7,264,000  to  9,218,000.  The  results  of 
the  examination  of  the  blood  of  the  spermophiles  and  other 
rodents  for  parasites  were  as  follows : 

1.  No  parasites  were  found  in  the  blood  of  any  animal  except 
spermophiles.  The  list  examined  includes  horses,  pine  squirrels 
(Sciurus  hudsoiiiiis  var,  richardsoni)^  chipmunks  {Tamius 
asiaticus),  woodchucks  (Arctomys  flaviventer)^  and  one  "snow 
shoe"  rabbit  {Lepus  AmericaJiusf),  Besides  these  animals  the 
blood  of  over  one  hundred  well  persons,  or  persons  suflfering  from 
a  variety  of  other  diseases,  was  examined,   with  negative  results. 

2.  There  was  found  in  the  blood  of  a  few  spermophiles  from 
both  infected  and  uninfected  areas  two  large  parasites,  botk 
outside  the  red  cell. 

3.  Ten  of  the  fifty -one  spermophiles  from  the  west — infected — 
side  of  the  valley  showed  within  their  red  blood  cells  haemocyto- 
zoa  which  in  size,  shape,  staining  reactions,  and  movements 
(where  fresh  blood  was  examined)  were  indistinguishable  from 
the  haemocytozoa  found  in  the  blood  of  patients  aflfected  with 
"spotted  fever." 

4.  Blood  and  tissues  have  been  examined  from  sixty-two 
spermophiles  from  the  east — uninfected — side  of  the  valley,  and 
from  other  near-by  uninfected  localities,  without  the  discovery  as 
yet  of  any  haemocytozoa  similar  to  those  found  in  spermophiles 
from  the  infected  area.  This  negative  evidence  must,  of  course,, 
be  more  extensive  before  much  weight  can  be  attached  to  it. 


Digitized  by 


Google 


Studies  in  Pyboplasmosis  Hominis  55 

The  following  is  a  brief  summary  of  the  facts  which  seem  to 
be  of  importance  in  considering  the  possibility  of  Sphermophihis 
columbianiis  being  a  third  host  of  Pyroplasma  hominis, 

1.  Spermophilus  columbianus  has  but  a  limited  distribution 
in  the  United  States.  This  is  in  the  northern  Rocky  Mountain 
region  within  which  lies  western  Montana. 

2.  It  is  very  abundant  on  the  west -7  infected — side  of  the 
Bitter  Root  Valley.  It  is  much  less  abundant  on  the  east — unin- 
fected— side.  This  was  certainly  true  during  the  spring  of  1902, 
as  was  evidenced  by  the  few  colonies  discoverable  on  the  east  side. 
Residents  of  the  district  agree  that  this  is  usually  the  case. 

3.  In  the  Bitter  Root  Valley  the  animal  lives  in  rather  sharply 
defined  colonies,  and  is  not  much  of  a  wanderer  from  home  except 
at  the  rutting  season. 

4.  While  the  animal  is  able  to  swim,  it  is  averse  to  doing  so* 
During  the  spring  months  the  Bitter  Root  River  is  swollen  with 
rains  and  melting  snows  until  it  becomes  a  wide  and  swift  torrent. 
There  are  few  bridges,  and  it  is  diflScult  to  conceive  of  any  gen- 
eral passing  back  and  forth  to  the  two  sides  of  the  valley  by  the 
spermophile. 

5.  Local  accounts  disagree  as  to  the  date  when  the  spermophile 
emerges  from  hibernation,  but  it  is  probably  about  March  1-15. 

6.  Local  observers  generally  agree  that  in  the  Bitter  Root 
valley  the  spermophiles  begin  hibernating  about  August  15. 

7.  Early  in  the  spring  the  spermophile  is  said  to  harbor  great 
numbers  of  ticks.  At  the  time  the  writers  were  making  their 
investigation — April  to  July — very  few  ticks  were  found  attached 
to  spermophiles. 

8.  Twenty  per  cent,  of  the  spermophiles  examined  from  the 
infected  area  had  in  their  red  blood-cells  haemocytozoa  indistin- 
guishable morphologically  from  those  found  in  the  red  blood- 
cells  of  patients  suffering  from  "spotted  fever." 

9.  No  similar  parasites  have  been  found  in  the  blood  of  any  of 
the  sixty -two  spermophiles  collected  in  uninfected,  though  near-by, 
localities. 

10.  No  similar  parasites  have  been  found  in  the  blood  of  any 
other  animals,  nor  in  the  blood  of  any  one  of  the  many  healthy 


Digitized  by 


Google 


56  Louis  B.  Wilson  and  William  M.  Chowning 

persons  or  persons  sick  of  other  diseases  examined  in  the  same 
locality. 

11.  That  it  is  possible  for  one  rodent — the  rabbit — to  carry 
within  its  red  blood-cells  for  a  long  time  the  pyroplasmata  of 
"spotted  fever"  without  the  exhibition  of  any  symptoms  has  been 
shown  by  the  inoculation  experiments  noted  on  p.  48.  The 
spermophile  may  be  similarly  unaffected  by,  though  infected  with, 
the  parasites. 

DIAGNOSIS. 

The  diagnosis  of  Pyropldsmosts  hominis  early  in  the  history 
of  the  case  is  sometimes  extremely  difficult  or  impossible.  The 
prodromal  symptoms  are  not  unlike  those  of  influenza  and  typhoid 
fever.  When,  however,  in  the  spring  and  early  summer  months 
in  the  infected  locality  patients  present  a  history  of  constipation, 
headache,  pains  in  back  or  limbs  or  radiating  from  a  tick  bite, 
muscular  soreness,  chill  followed  by  rise  of  temperature,  and 
usually,  mental  apathy,  there  is  good  reason  to  suspect  the  pres- 
ence of  the  disease.  Where  in  addition  to  these  symptoms  a  rash 
appears  first  on  the  extremities,  usually  on  the  third  day  after 
the  chill,  and  becomes  petechial  in  character,  or  where  a  blood 
examination  reveals  the  presence  of  Pyroplasma  hominis,  the 
diagnosis  is  positive. 

PREVENTIVE    MEASURES. 

In  view  of  the  almost  certain  r6le  of  the  tick  in  the  convey- 
ance of  pyroplasmosis  to  man,  measures  should  be  taken  to  reduce 
the  numbers  and  limit  the  spread  of  this  arachnid.  The  burning 
of  underbrush,  sawdust,  etc.,  wherever  practicable,  is  recom- 
mended. Persons  going  into  the  brush  in  the  infected  area 
should  use  all  possible  precautions  to  prevent  ticks  from  biting 
them.  As  soon  as  a  person  is  bitten  by  a  tick,  the  arachnid 
should  be  removed  and  the  wound  cauterized  with  95  per  cent, 
carbolic  acid. 

TREATMENT. 

Many  drugs  have  been  used  in  the  treatment  of  "spotted 
fever,"  but  while  some  of  them  are  important  as  stimulants,  seda- 
tives, etc.,  none  of  them — ^.except  perhaps  quinine — seem  to  have 
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PLATE  II.    SHOWING  PYROPLASMA  HOMINIS  (Camera  Luctda  Sketches ). 

Fig.  1.— BIchmI  from  fln^er,  Case  107,  treated  with  iixiimized  ^iim  acacia. 

Fio.  2.— Blood  from  circulation.  Cast's  89,  94,  aud  107.    Stained  eosin-methylpiir  bine*. 
Selected  cells. 

Fig.  3.— Blood  from  circulation,  Case  12.').    Stained  Nocard's  method.    Selected  cells. 

Fig.  4.— Blood  from  circulation.  Case  120.     Stained   Ncxiht-Romanowsky's  method. 
Selected  cells. 

Fig.  5.— BUkkI  from  circulation,  (a)  Case  120;  (/>)  Case  94;  (c)  Case  89.    Stained  eosin- 
methylene  blue.    Selected  paired  forms,  two  of  whicn  are  extra-cellular. 

Fig.  6.— Blood  from  circulation,  Case  12.5.    Stained  Nocard's  method.    Selected  cells 
showing  amoeboid  forms. 

Fig.  7.— Phagocytes  which  have  taken  up  infected  r.  b.  c.  Case  94:     (a)  liver;  (/>)  kid- 
ney.   Stained  eosin-methylene  blue. 

Fig.  8.— Phagocytes  which  have  taken  up  infected   r.  b. 
(/*)  bl(K)d  from  circulation.  Case  125.    Stained  Nocard's  method. 
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any  specific  action  on  the  disease  through  destruction  of  the  para- 
site. Quinine  has  been  used  by  the  physicians  of  the  Bitter 
Root  Valley  in  small  doses  by  mouth  for  a  number  of  years  in  the 
treatment  of  the  disease.  During  the  spring  of  1902  the  writers 
urged,  on  purely  theoretical  grounds,  the  use  of  large  doses  of 
the  drug  intravenously,  hypodermically,  or  per  rectum.  Cases 
Nos.  94  and  95  were  given  quinine  by  mouth  and  rectum  to  the 
point  of  cinchonism,  with  some  apparent  beneficial  results.  Both 
cases  died,  though  No.  95  was  convalescent  from  "spotted  fever" 
and  died  of  a  complicating  pneumonia.  During  1903  cases  Nos. 
115,  118,  119,  122,  124,  125,  and  126  were  treated  with  doses 
ranging  from  5  grains  by  mouth  (case  No.  119)  to  60  grains  sub- 
cutaneously  (case  No.  118).  All  of  these  cases,  except  No.  125, 
recovered,  though  case  No.  119  died  later  of  a  complication  (acute 
gastritis).  Case  125  was  an  old  debilitated  man,  and  had  the 
most  abundant  infection  of  all  cases  examined  by  the  writers. 
The  remaining  five  cases  occurring  in  1908  and  untreated  with 
quinine  were  all  fatal.  These  cases  are  too  few  on  which  to  base 
conclusions,  but  are  sufficiently  suggestive  to  warrant  a  further 
trial  of  the  treatment.  In  this  connection  it  is  worthy  of  note 
that  Theiler"  has  recently  made  the  observation  that  in  South 
African  equine  malaria — a  disease  caused  by  Pyroplasma  equi — 
the  pyroplasmata  rapidly  disappear  from  the  blood  of  infected 
horses  on  the  administration  of  quinine  and  ammonium  chloride. 
Darkening  of  the  room  and  hot  sponge  baths  add  much  to  the 
comfort  of  the  patient. 

Minneapolis, 
October  15, 1903. 

Note. — Since  this  article  was  placed  in  the  editor's  hands,  Bulletin  No. 
15,  U.  S.  Public  Health  and  Marine  Hospital  Service,  has  appeared,  entitled 
Spotted  Fever  {Tick  Fever)  of  the  Rocky  Mountains,  A  New  Disease.  By 
Dr.  John  P.  Anderson.  Reproductions  of  our  map,  two  of  our  photographs, 
and  our  notes  on  cases  Nos.  115-119  inclusive,  through  oversight  unacknowl- 
.  edged,  are  included  in  this  Bulletin. 

MmNEAFOLIS, 

December  9, 1903. 
i«Theilbr,  Jour.  Comp.  Path,  and  Therapeut.y  16,  97, 1903. 
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A  REPORT   ON  TWO  CASES   OF  A   PECULIAR   FORM 
OF  HAND  INFECTION 

DUE  TO  AN  ORGANISM  RESEMBLING  THE 
KOCH- WEEKS  BACILLUS  * 

John  R.  McDill,  M.D., 
Manila,  P.  I., 

AND 

William  B.  Wherby, M.D., 

Manila,  P.  I., 

Pathologist,  GoTernment  Biological  Laboratory. 

CLINICAL   HISTORY. 

Two  CASES  of  acute  finger  infection,  one  accidentally  inocu- 
lated from  the  other,  having  certain  unusual  clinical  character- 
istics, have  come  under  our  observation.  The  signs  and  symptoms 
of  these  cases  differed  so  much  in  some  respects  from  the  ordinary 
inflammations  of  the  coverings  of  the  hand  that  the  pathogenic 
organisms  present  were  carefully  investigated. 

Case  I  occurred  in  Dr.  W.,  a  hospital  surgeon,  his  account  of  it  and  the 
treatment  by  himself  and  others  being  as  follows : 

During  April  he  had  been  treating  cases  of  acute  suppurating  conjuncti- 
vitis and  one  case  of  leg  infection  which  ended  in  septicemia.  On  April  22, 
three  days  after  an  operation  on  the  septicemic  case.  Dr.  W.  noticed  a  small, 
painful,  reddish  papule  on  the  tip  of  his  right  forefinger.  This  increased  a 
little  in  size,  and  about  four  days  later  the  papule  was  incised.  No  pus  was 
found.  The  swelling  increased,  and  two  days  after  the  incision  the  finger 
was  again  lanced  on  April  28,  by  a  nurse,  Miss  B.,  who  pricked  her  own 
finger  during  the  operation. 

The  secretion  from  the  wound  was  comparatively  clear  and  serous  in 
character.  The  edges  of  the  incision  formed  an  elevated,  pinkish,  granular, 
cauliflower-like  mass  of  tissue. 

About  the  end  of  the  second  week  the  pain  became  so  severe  that  it 
interfered  with  sleep,  and  the  whole  wound  was  thoroughly  curetted. 

By  the  end  of  the  third  week  the  cauliflower-like  tissue  had  reformed, 
and  the  pain  increased  again,  the  whole  finger  becoming  greatly  swollen  at 
the  same  time.  Pus  was  now  detected  in  the  first  proximal  phalanx.  This 
was  opened.  By  the  twenty-eighth  day  pus  had  formed  on  the  dorsal  surface 
of  the  hand  between  the  first  and  second  metacarpal  bones.    During  this 

♦  Received  for  publication  October  15, 1903. 
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time  the  other  fingers  did  not  swell,  but  the  whole  body  of  the  hand  was 
swollen  to  about  twice  the  normal  size. 

From  this  time  on  the  discharge  and  pain  steadily  decreased  with 
the  swelling.  In  the  course  of  about  four  weeks  finger  motions  gradually 
returned.    The  temperature   ran  a  rather  irregular  course,  being  highest. 


*!in 

r 

^^^^^^^^^^^^m 

Fio.  1.— Dr.  W.'s  hand.  The  photograph  was  taken  at  a  time  when  retrogressive 
changes  had  set  in.  At  the  tip  of  the  forefinger  some  remains  of  the  cauliflower-like 
granulations  may  still  be  seen.    (Photo,  by  Martin.) 

102'*  P.,  on  the  seventeenth.  About  the  twenty-first  it  reached  normal.  The 
pain  was  intense  and  not  affected  by  heat  or  cold.  There  was  great  mental 
depression  and  complete  loss  of  appetite.  Dr.  W.  lost  thirteen  pounds  in 
weight.  The  general  course  of  treatment  was  a  haphazard  use  of  bichloride 
dressings,  5  per  cent,  carbolic  acid  baths,  or  constant  immersion  in  saturated 
acetate  of  aluminum  and  peroxide  of  hydrogen. 
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Case  //.—  On  April  28,1903,  Miss  B.,  hospital  nurse,  while  making  an 
incision  into  Dr.  W's  finger  for  a  painful  papule,  accidentally  pricked  the 
pulp  of  the  index  finger  of  her  left  hand  with  the  point  of  the  knife  used. 
Some  bichloride  of  mercury  solution  was  immediately  applied  and  followed 
by  95  per  cent,  alcohol  compresses.  No  pain  was  felt  in  the  minute  puncture, 
and  after  twelve  hours  the  compresses  were  removed. 

Thirty  six  hours  later  a  fullness  and  throbbing  began  in  the  end  of  the 
finger,  and  at  the  end  of  another  twenty-four  hours  a  small,  painful,  intra- 
cutaneous vesicle  appeared  at  the  site  of  the  knife  wound.  This  was  opened 
under  antiseptic  precautions,  and  a  fraction  of  a  drop  of  clear  fluid  liberated. 
The  minute  cavity  was  freely  exposed,  and  a  saturated  solution  of  acetate  of 
aluminum  was  kept  in  contact  withsthe  opening,  and  with  the  entire  finger 
AS  well,  for  four  days.  No  relief  was  experienced.  Upon  changing  the  dress- 
ings daily,  a  slight  staining,  equivalent  to  two  or  three  drops  of  wound  secre- 
tion, was  noticeable.    No  redness  or  swelling  appeared. 

Throughout  the  second  week  incessant  stabbing  pains  were  experienced 
in  the  finger.  The  digital  arteries  pulsated  with  a  wire-like  tension.  The 
sensation  of  painful  throbbing  and  fulness  gradually  increased  ;  but  still  no 
redness  or  swelling  of  the  finger  appeared,  nor  was  there  local  or  general 
rise  of  temperature. 

The  general  condition  of  the  patient,  up  to  this  time,  was  that  of  pro- 
nounced mental  and  physical  prostration,  vigilance,  sleeplessness,  and  ano- 
rexia with  vomiting.  Some  rest  was  secured  through  the  exhibition  of  large 
doses  of  trional  or  hypodermatic  injections  of  morphine. 

By  May  12,  fourteen  days  after  infection,  the  lesion  had  grown  to  a 
diameter  of  6  or  8  mm.,  was  circular,  and  had  a  soft,  non-bleeding,  slightly 
elevated  reddish  surface,  which  produced  a  small  amount  of  secretion  daily. 
On  this  date,  May  12,  a  general  anesthetic  was  given  and  the  well-like  lesion 
thoroughly  curetted.  The  small  curette  fell  almost  of  its  own  weight  through 
the  granulations,  which  seemed  filamentous,  and  attached  by  one  end  to  the 
bone,  and  could  be  waved  about  by  the  instrument,  which  came  at  once 
upon  an  exposed  bony  surface  of  the  terminal  phalanx.  The  curetted  wound 
was  swabbed  dry  with  gauze,  95  per  cent,  carbolic  acid  carefully  applied  to 
the  cavity,  and  the  finger  covered  with  a  mild  wet  mercuric  chloride  dress- 
ing. Complete  relief  was  experienced  for  thirty-six  hours ;  then  the  former 
symptotns  returned  with  increased  severity. 

On  the  sixteenth  day,  under  local  anesthesia,  the  curetting  was  repeated 
and  a  wet  dressing  of  saturated  solution  of  acetate  of  aluminum  applied.  No 
relief  resulted,  and  about  the  eighteenth  day  some  swelling  of  this  finger,  the 
two  adjacent  fingers,  and  of  the  back  of  the  hand  began,  and  the  painful 
symptoms  became  even  worse. 

The  patient  was  again  given  a  general  anesthetic  on  the  twentieth  day. 
The  terminal  phalanx  was  perforated  at  its  center  with  a  very  small  ear 
gouge,  with  the  hope  of  relieving  a  pain  of  central  osseous  origin.  The  distal 
interphalangeal  articulation  did  not  seem  to  be  infected.  Then  an  incision 
2  cm.  long  was  made  over  the  swollen  center  of  the  first  phalanx  on  its 
palmar  surface,  and  carried  down  to  and  into  the  sheath  of  the  flexor  pro- 
fundis  tendon.    Through  this  opening  an  irrigating  fluid  passed  readily  out 
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at  the  defect  in  the  end  of  the  finger.  A  localized  swelling  on  a  line  with 
the  index  finger  in  the  palm  of  the  hand  was  also  incised  and  found  to  be 
principally  an  edema,  but  a  small  circumscribed  collection  of  turbid  fluid 
was  also  found. 

A  constant  irrigation  of  cold  saturated  solution  of  acetate  of  aluminum 


Fio.  2.—  a  photograph  of  Miss  B.'s  hand,  taken  at  a  time  when  gangrene  of  the  fore- 
finger had  set  in.    (Photo,  by  Martin.) 

was  kept  moving  through  the  finger  wound  along  the  course  of  the  tendon 
sheath  for  about  four  days. 

By  this  time  the  third  and  fourth  fingers  and  the  entire  hand  had 
swelled  considerably,  and  evidences  of  gangrene  of  all  tissues  of  the  end  of 
the  finger  were  apparent.  For  three  days  previous  to  the  appearance  of  this 
tissue  necrosis  the  patient  had  kept  the  entire  hand  in  a  basin  of  ice-cold 
aluminum -acetate  solution,  in  addition  to  the  constant  irrigation,  because  the 
cold  immersion  gave  some  relief  from  pain. 
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On  June  2  chloroform  was  given  and  an  atypical  amputation  made.  The 
terminal  phalanx  which  was  lying  loose,  and  the  distal  articular  end  of  the 
second  phalanx,  were  sacrificed.  Upon  drawing  upon  the  long  flexor 
tendon,  nearly  three  inches  of  necrotic  tendon  pulled  out  easily.  Healing 
progressed  favorably. 

From  May  15  to  May  25  there  were  occasional  rigors,  and  the  afternoon 
temperature  twice  reached  102°  F.,  but  usually  ranged  between  99°  and  101°. 
Puring  this  period  nutrient  enemata  with  brandy  were  necessary. 

SOME   GENERAL   CONSIDERATIONS   OF    PANARIS. 

Acute  inflammations  of  the  soft  parts  of  the  hands  are  of  as 
much  more  importance  than  those  of  the  feet  as  the  usefulness  of 
the  hand  exceeds  that  of  the  analogous  parts  of  the  foot.  Sur- 
geons treat  all  these  inflammatory  processes,  usually  described  as 
panaris  or  panaritium,  as  if  a  disease  of  one  causative  origin,  and 
direct  all  efforts  to  preserve  the  functional  uses  of  hand  and 
fingers.  It  may  be  questioned  if  this  is  in  accord  with  the 
present  state  of  our  knowledge  of  these  conditions,  but  actual 
results  bear  out  the  general  practice  in  a  striking  way,  and  will 
continue  to  do  so  until  specific  agents  have  been  produced  with 
which  to  combat  the  special  pathogenic  microbes  of  these 
inflammations. 

KOnig's  conclusion  still  holds  good,  that  "scarcely  in  any 
other  of  the  daily  occurring  diseases  do  such  bad  results  follow 
neglect,  or  are  such  favorable  functional  issues  obtained  from 
correct  treatment,  as  in  panaritium." 

How  much  can  be  preserved  here  by  care  and  skill,  and  how 
much  lost  of  the  capital  of  existence  by  neglect! 

Every  panaritium  is  the  expression  of  a  traumatic  inflamma- 
tion, whether  we  are  able  to  discover  the  point  of  entrance  of  the 
infective  matter  or  not. 

Koch's  culture  experiments  have  shown  that  in  every  case  one 
kind  of  germ  or  another,  or  several  together,  can  be  found  in  the 
inflammatory  exudate,  and  they  are  usually  briefly  described  as 
pyogenic  hcicteria.  Streptococci,  staphylococci,  and  in  rare  excep- 
tions bacilli,  such  as  Proteus  and  Coli  communis,  have  been  found 
and  the  clinical  course  in  all  cases  seems  much  alike  and  to  be 
modified  similarly  by  the  anatomical  peculiarities  of  the  part  first 
affected. 
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The  UBTial  history  of  extension  of  the  destructive  processes 
along  the  paths  of  least  resistance  has  given  rise  to  the  impera- 
tive therapeutic  law:  incision,  disinfection,  and  drainage  as  soon 
as  possible,  and  let  the  cuts  be  made  too  soon  and  too  deep  and 
long  rather  than  too  late. 

Severe  pain  is  usually  explained  by  interference  with  circula- 
tion as  a  result  of  local  pressure  from  swelling  and  its  attendant 
tissue  necrosis,  and  thus  the  usual  panaris  resembles  in  many 
ways  a  furunculous  inflammation.  A  second  phenomenon  which 
often  surprises  the  novice  is  the  early  appearance  of  redness  and 
swelling  of  the  dorsum  of  the  hand  when  the  primary  focus  of 
infection  is  beneath  the  volar  surface,  and  where  eventually  the 
pus  is  almost  always  found.  This  has  its  practical  significance, 
and  its  pathogenic  and  anatomic  causes  are  too  well  understood 
to  need  description  here. 

Case  II  particularly  differed  clinically,  it  will  be  seen,  from 
the  usual  finger  and  hand  infection  in  the  slowness  of  the  infective 
process,  the  absence  of  pus  formation,  and  the  invariable  accom- 
panying redness  and  swelling,  in  the  earlier  stages.  Then  also 
the  severity  of  pain  and  physical  prostration  seemed  out  of  pro- 
portion to  the  extent  of  the  lesions.  The  course  of  the  infection 
was  determined,  as  in  any  panaris,  by  the  anatomical  peculiarities 
of  the  tissues  successively  involved.  The  most  striking  feature 
of  the  treatment  was,  perhaps,  the  total  failure  favorably  to 
influence  the  progress  of  the  disease  by  ordinary  approved  sur- 
gical measures.  The  necrosis  of  half  of  Miss  B.'s  finger  was 
more  extensive  than  was  expected,  although  few  cases  escape 
without  any  tissue  loss  in  severe  inflammatory  affections  of  these 
parts.  It  is  probable  that  the  prolonged  immersion  of  the  hand 
in  the  ice-cold  antiseptic  solution  had  something  to  do  with 
reducing  the  vitality  of  the  tissues,  and  contributing  to  this  result. 

BACTERIOLOGICAL  EXAMINATION. 

Coverslip  preparations  of  the  muco-purulent  discharge  from 
Dr.  W.'s  and  Miss  B.'s  fingers  show  numerous  leucocytes  and 
mucous  threads.  Occasionally  a  cell  is  seen  containing  a  number 
of  thin  influenza-like  bacilli  (see  Fig.  3).     Some  of  these  organ- 
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isms  lie  without  the  cells,  singly  and  in  groups.  The  rods  often 
lie  side  by  side,  or  may  occur  end  to  end,  in  pairs  or  short  chains. 
Sometimes  they  are  so  short  as  to  appear  coccoid.  In  the  prepa- 
rations from  Miss  B.'s  finger  the  bacilli  are  much  more  numerous 
than  in  those  from   Dr.  W.'s   finger,  often  lying  outside  of  the 

leucocytes  in  masses  or  groups  of  a  hun- 
^^  ^       X,  dred    or  more   rods,   or  again   in  short 

M^M    ^  /  ^'  chains  of   eight  or  ten    bacilli.      They 

^  ^  stain  well  with  carbol  thionin  or  carbol 

fuchsin  diluted  1:10.  Often  they  take 
the  stain  evenly,  but  may  appear  seg- 
mented, or  stain  more  intensely  at  the 
poles,  especially  when  carbol  thionin  is 
used.  They  do  not  retain  the  stain  in 
Gram's  method.  When  colored  with 
hot  carbol  fuchsin,  they  lose  the  dye 
when  J  per  cent,  acetic  acid  or  ordinary 
alcohol  is  applied.  In  size  they  vary 
from  about  ^  to  3  ft  in  length,  by  less 
than  ^M  in  breadth  (Zeiss  oc.  micron). 

Throughout  the  acute  stage  of  the  in- 
fection this  bacillus  was  present  in  con- 
siderable numbers,  and  apparently  in 
pure  culture.  When  the  acute  symptoms  had  subsided,  it  could 
be  found  only  with  diflSculty,  and  finally  disappeared.  After  gan- 
grene appeared  in  Miss  B.'s  finger,  nothing  but  staphylococcus 
pyogenes  albus  could  be  isolated. 

Numerous  attempts  at  cultivating  the  bacillus  were  made,  and 
at  first  without  success.  Inoculations  of  the  secretion  upon  plain 
agar'  slants,  agar  smeared  with  human  blood,  ascitic  fluid  agar, 
and  glucose  agar,  grown  aerobically  and  anaerobically  (pyrogallic 
acid  method),  remained  sterile  during  ten  to  fourteen  days' 
observation. 

1  The  "  ordinary  "  media  used  were  prepared  according  to  the  directions  of  the  American 
Committee  {Reports  and  Papers  of  the  Am.  Pub.  Health  Aram.^  1898,  23,  60),  with  a  reaction 
of  1  per  cent,  acid  to  phenolphthalein.  The  ascitic  fluid  agar  was  kindly  furnished 
by  Mr.  Lindquist,  of  the  First  Reserve  Hospital  Laboratory.  It  was  prepared  by  mixinff 
equal  parts  of  fluid  glucose  agar  and  ascitic  serum,  and  then  sterilized  by  the  intermittent 
method.  For  better  methods  of  preparing  human  serum  media  see  Eyre,  J.  of  Path,^ 
1900,  6,  6,  and  Libman.  N.  Y.  Med.  Rec,  1903,  63,  237. 


Fio.  3.— Drawn  from  a  cover- 
slip  preparation  from  Miss  B.'s 
finger.  It  shows  a  ix>lymorpho- 
nuclear  phagocyte  containing 
nu.Tierous  bacilli  (enlarged  to 
show  the  morphology  and  irreg- 
ular staining  of  the  rods).  The 
small  figure  to  the  left  shows 
another  cell  from  the  same 
preparation  as  seen  with  the 
Zeiss  oil  im.  1/12,  oc.  3. 
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Finally,  pieces  of  tissue  removed  in  an  aseptic  manner  from 
Miss  B.'s  finger  were  forced  into  the  substance  of  a  slant  of 
ascitic  fluid  agar  and  incubated  at  body  temperature.  No  growth 
appeared  during  the  first  three  days'  incubation,  but  on  the  fourth 
day  one  of  the  pieces  of  tissue  was  surrounded  by  a  halo  of 
cloudiness,  which  gradually  increased  in  density  and  finally  assumed 
a  yellowish  color,  especially  near  the  surface  of  the  slant.  Trans- 
plants upon  ascitic  fluid  agar  showed  no  growth  in  twenty -four 
hours,  but  in  forty-eight  hours  a  delicate,  typhoid-like,  whitish 
growth  could  be  seen  along  the  line  of  inoculation.  This  grad- 
ually assumed  a  lemon-yellow  color.  Stained  preparations  from 
this  growth  showed  small,  slender  rods  resembling  those  seen  in 
the  preparations  made  directly  from  the  purulent  exudate.  When 
suspended  in  a  hanging  drop  of  bouillon,  these  rods  were  very 
actively  motile.  They  lost  the  color  when  Gram's  method  was 
applied. 

Notwithstanding  the  difficulty  experienced  in  obtaining  the 
first  culture,  the  bacillus  adapted  itself  to  a  saprophytic  existence 
and  grew  rapidly  upon  the  "ordinary"  media.  In  no  instance 
could  growth  be  detected  with  the  naked  eye  after  twenty-four 
hours'  incubation,  but  it  was  evident  in  forty-eight  hours.  (This 
peculiarity  persisted  in  ten  or  twelve  transplants  during  two 
months'  cultivation,  but  after  about  three  months  of  saprophytic 
existence  the  growth,  though  faint,  is  visible  in  twenty-four  hours.) 

Cultural  characteristics. — On  a  slant  of  nutrient  agar  the 
growth  is  visible  in  forty-eight  hours  as  a  distinctly  yellowish 
streak,  confluent  below,  with  small,  circular,  isolated  colonies 
above,  and  much  more  luxuriant  than  that  upon  ascitic  fluid  agar. 
In  a  stained  preparation  the  bacilli  appear  thicker  than  when  taken 
from  ascitic  fluid  agar  and  show  a  considerable  change  in  their 
morphology,  most  of  them  being  spherical  or  coccoid,  others  ovoid 
and  in  pairs.  A  few  appear  as  distinct  rods.  They  are  non- 
motile  when  suspended  in  a  drop  of  bouillon.  When  an  isolated 
colony  from  such  an  agar  slant  or  from  an  agar  plate  is  trans- 
planted upon  ascitic  fluid  agar,  the  growth  reverts  in  its  appear- 
ance to  the  more  delicate  type,  while  the  organisms  all  assume  the 
thin  bacillary  form — actively  motile  when  suspended  in  a  drop  of 
bouillon. 


Digitized  by 


Google 


66  John  R.  McDill  and  William  B.  Wherry 

When  plated  in  agar,  pin-point-sized  colonies  are  visible  in 
forty -eight  hours,  and  in  four  or  live  days  reach  a  diameter  of 
1-2  mm.  In  forty -eight  hours  the  superficial  colonies  appear, 
under  a  low-power  lens,  as  uniform  granular  disks  with  trans- 
lucent edges.  In  four  days  coarser  granulations  may  be  seen 
about  the  central  portion  of  the  disks,  and  the  colonies  assume  a 
chrome-yellow  color.  These  colonies,  situated  between  the  agar 
and  the  Petri  disk,  spread  out  like  the  superficial  colonies,  and 
have  the  same  appearance  microscopically,  but  are  unpigmented. 

I7i  bouillon  a  faint,  uniform  cloudiness  appears  in  forty-eight 
hours.  In  the  hanging  drop  short  non-motile  rods  may  be  seen. 
In  a  week  the  fluid  is  densely  clouded,  a  sediment  collects  at  the 
bottom  of  the  tube,  while  a  yellowish-white  pellicle  is  formed  on 
the  surface.  This  pellicle,  if  unbroken,  becomes  thick  and 
wrinkled  in  the  course  of  ten  or  twelve  days.  No  indol  is  pro- 
duced. 

In  Dunham^s  peptone  solution  a  faint  turbidity  appears  in 
four  days.  No  pellicle  is  formed,  and  the  growth  is  gradually 
precipitated.     No  indol  is  produced. 

In  nutrient  gelatin  (20  per  cent.,  liquefied  by  the  warm  weather) 
growth  appears  as  small  isolated  colonies  floating  on  the  surface 
and  scattered  throughout  the  medium.  No  peptonization  occurs 
during  five  days'  growth,  at  about  28°-30°  C,  for  the  gelatin  solidi- 
fies readily  when  placed  upon  ice. 

In  litmus  milk  no  visible  change  is  produced  during  the  first 
four  days.  In  a  week  there  is  a  slight  reduction  of  the  litmus  at 
the  bottom  of  the  tube.  In  twelve  days  the  litmus  is  completely 
reduced,  excepting  at  the  surface,  where  it  is  still  blue  for  a  depth 
of  2  or  3  mm.     No  coagulation  occurs. 

In  stab  cultures  in  glucose  agar  and  litmus  lactose  agar  no 
particular  changes  are  produced.  A  granular  growth  appears 
along  the  upper  portions  of  the  stab,  while  on  the  surface 
a  smooth,  circular,  elevated  growth  appears.  This  gradually 
changes  in  color  from  a  lemon  to  a  chrome  yellow. 

In  glucose  bouillon  in  the  fermentation  tube  no  gas  is  pro- 
duced, and  the  closed  arm  remains  clear  during  twelve  days' 
observation. 
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On  a  slant  of  potato  the  first  growth  appears  in  four  days  as 
minute  lemon-yellow  colonies.  In  eight  days  the  colonies  are 
confluent,  of  a  chrome-yellow  color,  and  present  a  wrinkled  sur- 
face. In  ten  days  the  surface  is  elevated  into  snake-like  folds. 
When  stained  from  an  eight-day  potato  culture,  the  bacilli  appear 
as  irregularly  clubbed  rods.  Nothing  resembling  spores  can  be 
stained. 

INOCULATION   EXPERIMENTS. 

1.  Monkey*  No.  260  received  a  subcutaneous  injection  in  the 
chest  of  l^cc.  of  a  physiological  salt  solution  emulsion  of  the 
purulent  secretion  from  Miss  B.'s  finger.  No  result  followed. 
A  few  days  later  a  small  piece  of  tissue  curetted  from  Miss  B.'s 
finger  was  placed  under  the  skin  of  the  chest  and  the  wound 
covered  with  flexible  collodion.  Four  days  later  a  small  amount 
of  purulent  secretion  appeared  through  cracks  in  the  collodion 
dressing.  This  contained  pus  cells,  and  a  few  small  bacilli  which 
could  not  be  grown  upon  plain  agar.  In  a  few  days  the  wound 
had  healed  completely. 

2.  Monkey  No.  261  received  a  subcutaneous  injection  in  the 
chest  of  1^  c.c.  of  a  well-clouded  emulsion  of  the  purulent  secre- 
tion from  Dr.  W.'s  finger.  Microscopical  examination  of  the  pus 
showed  that  numerous  bacilli  were  present.  In  forty-eight  hours 
a  pea-sized  nodule  appeared  at  the  site  of  injection.  Two  days 
later  this  had  completely  disappeared,  and  the  monkey  remained 
well  during  a  month's  observation.  Then  it  received  in  the  tip 
of  the  right  forefinger  an  injection  of  ^c.c.  of  a  twenty-four-hour 
bouillon  culture  of  the  bacillus  isolated  from  Miss  B.'s  finger. 
Microscopically  the  culture  showed  numerous  coccoid  bodies  and 
short  rods.  No  particular  change  was  noticed  during  the  first 
two  weeks'  observation,  but  in  the  coarse  of  a  month  the  mon- 
key's hand  showed  an  inflammatory  process  affecting  the  first 
three  fingers.  The  tip  of  the  forefinger  was  gangrenous,  and  the 
middle  and  ring  fingers  showed  swollen,  globular,  whitish  tips. 
Coverslip  preparations  showed  cocci  and  bacilli;  many  of  the 
latter   were  very    minute   rods,   losing   the  stain   when  Gram's 

3  The  monkeys  used  in  these  ezporiments  were  the  common  red  monkey  of  the  Philip- 
pines. 
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method  was  applied.  They  could  not  be  isolated  upon  ordinary 
agar  plates,  and  plates  made  with  human  serum,  according  to  the 
method  of  Pakes,*  were  rapidly  overgrown  by  other  organisms. 
The  staphylococcus  aureus  and  albus  and  some  unidentified,  large, 
rapidly  growing  bacilli  were  present  in  considerable  numbers. 
The  animal  was  chloroformed,  and  at  the  autopsy  nothing  in  par- 
ticular was  noticed,  excepting  swelling  and  congestion  of  the  right 
axillary  glands.  Sections  from  the  spleen,  liver,  and  kidney 
appeared  normal.  Those  from  the  right  forefinger  showed  that 
the  inflammatory  process  was  apparently  limited  to  the  outer 
layers  of  the  skin,  the  malpighian  layer  being  almost  wholly 
replaced  by  a  mass  of  nuclear  fragments  and  many  cocci  and 
bacilli.  The  interpapillary  pegs  of  the  epidermis  showed  marked 
canthosis,  long,  slender  processes  of  epithelium  running  deep  into 
the  subcutaneous  tissue.  The  subcutis  showed  almost  no  infiltra- 
tion. 

3.  A  young  rabbit,  No.  269,  received  in  the  subcutaneous  tis- 
sue of  the  left  ear  an  injection  of  about  |  c.c.  of  a  densely  clouded, 
seven-day -old  bouillon  culture  of  the  bacillus  isolated  from  Miss 
B.'s  finger.  This  was  followed  by  hyperemia  at  the  site  of  the 
injection,  but  no  inflammatory  process  resulted. 

4.  A  young  rabbit,  No.  272,  received  an  intravenous  injec- 
tion of  ^  c.c.  of  an  emulsion  of  the  same  bacillus  taken  from  a 
seven-day-old  culture  on  ascitic  fluid  agar.  It  remained  well 
during  two  weeks'  observation,  when  it  escaped. 

5.  Guinea  pig,  No.  270,  received  an  intraperitoneal  injection 
of  1  c.c.  of  a  seven-day-old  bouillon  culture  of  the  same  bacillus. 
It  remained  well  during  a  month's  observation. 

RESULTS   OF   THE   AGGLUTINATION   TEST. 

Blood  for  these  tests  was  obtained  from  Dr.  W.'s  ear  and  from 
Miss  B.'s  infected  finger  at  the  time  when  the  infectious  process 
was  in  a  retrogressive  stage.  Both  specimens  failed  to  aggluti- 
nate the  bacillus,  in  two  hours,  at  a  dilution  of  1 :  10. 

There  were  several  cases  of  acute  contagious  conjunctivitis  in  the 
hospital  at  the  time  when   Dr.  W.'s  finger  was  infected.     The 

8  See  Eyre,  ?oc.  ct7. 
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bacilli  in  the  coverslip  preparations  from  the  cases  correspond  in 
their  morphology,  size,  and  staining  reactions  with  those  in  the 
preparations  from  Dr.  W.'s  and  Miss  B.'s  fingers.  They  also 
correspond  in  their  morphology,  distribution,  and  staining  reac- 
tions with  the  descriptions  of  the  Koch- Weeks  bacillus.  They 
could  not  be  cultivated  upon  the  ordinary  media  nor  upon  agar 
smeared  with  human  blood.  As  we  believe  the  organism  described 
above  to  be  the  Koch-Weeks  bacillus  itself,  or  a  closely  related 
"type"  of  this  organism,  it  seems  desirable  to  append  a  descrip- 
tion of  this  bacillus  and  of  other  organisms  described  as  resem- 
bling it. 

Acute  contagious  conjunctivitis  (otherwise  known  as  acute  or  epidemic 
catarrhal  conjunctivitis,  muco-purulent  conjunctivitis,  or  vulgarly  as  **  pink- 
eye ")  is  a  highly  contagious,  muco-purulent  inflammation  of  the  conjunctiva, 
accompanied  by  some  swelling  of  the  lids  (Weeks).  The  disease  is  self-limited, 
passing  through  an  acute  stage  and  then  gradually  subsiding.  Recovery 
usually  occurs  in  from  two  to  three  weeks.  The  disease  is  said  to  be  espe- 
cially prevalent  in  Egypt,  but  it  occurs  throughout  the  globe. 

The  specific  cause  of  the  disease,  a  small  bacillus,  was  first  seen  in  a 
case  of  conjunctival  catarrh  by  Koch*  in  Egypt  (1883),  and  cultivated  and 
proved  to  be  the  specific  micro-organism  by  Weeks  ^  in  America  (1886). 
Therefore  the  virus  is  usually  known  as  the  Koch-Weeks  bacillus.  Their 
work  has  since  been  confirmed  by  Kartulis  ^  in  Egypt,  Moras  in  France,  and 
Wildbrand,  Sftnger  and  Stalin  ^  in  Germany. 

The  Koch- Weeks  bacillus  is  described  as  a  minute,  non-motile  rod 
<0.25  X  Im))  resembling  the  influenza  bacillus  or  that  of  mouse  septicemia. 
In  acute  cases  the  bacilli  occur  in  large  numbers  in  the  muco-purulent 
jsecretion,  often  being  taken  up  in  considerable  numbers  by  the  phagocytes. 
In  subacute  cases  they  may  be  scarce,  and  in  the  later  stages  of  the  disease 
they  disappear  entirely.  They  often  lie  in  pairs,  end  to  end,  or  sometimes  in 
short  chains  within  and  outside  of  the  pus  cells  of  the  secretion.  They  stain 
well  with  the  ordinary  dyes,  but  do  not  retain  the  stain  when  Gram's  method 
is  applied. 

When  transferred  from  the  human  body  to  artificial  media  this  organism 
is  even  more  restricted  in  its  conditions  of  growth  than  the  influenza  bacillus, 
as  it  rarely  grows  upon  agar  smeared  with  human  blood,  the  best  medium 
being  human  serum  agar.  According  to  Kartulis:^  ^^When  incubated  at  a 
temperature  between  28"  and  30°  C,  the  growth  is  first  visible  to  the  naked  eye 
in  a  period  of  thirty  to  forty  hours.  At  first  it  appears  along  the  line  of 
inoculation  as  small  grayish- white  points.    Gradually  the  points  unite  into  a 

^S.  Gaffkt,  Arbeiten  arts  dem  kaiserL  Gesundheitsamte^  3. 
^Archiv.  of  Opthal.,  1886, 13,  No.  4;  or  N.  Y.  Med.  Rec,,  May  21, 1887. 
«  Ceni.f.  Bakt.  u,  Paraaitenk.,  1887, 1,  289. 
7  Jahrb.  d.  Hamb.  Staatskrankenanstalten^  3,  94. 
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small  streak,  which  is  raised  considerably  above  the  surface  of  the  medium. 
At  this  time  the  culture  becomes  glossy  and  darker  in  color.  The  borders 
are  uneven  and  well  formed,  and  very  much  indented.  For  a  long  time  the 
growth  retains  the  described  form,  but  it  dries  gradually,  and  then  resembles 
the  backbone  of  a  fish.  Growth  upon  agar-agar  and  gelatin  is  feeble.  Gelatin 
is  not  liquefied.  Microscopically,  in  a  very  young  culture  the  bacillus  appears 
somewhat  plumper  than  those  in  the  cells ;  in  a  very  old  culture  they  are 
somewhat  longer  and  thicker.    Spore  formation  has  not  been  observed." 

Pa^/iogrcniciYy.— "Transmission  to  the  conjunctiva  of  animals  is  unsuc- 
cessful. Kartulis  has  obtained  positive  results  in  human  beings  in  only 
one  case  out  of  six,  and  that  with  cultures  ten  to  twenty  generations  old. 
Weeks,  on  the  other  hand,  reports  several  successful  inoculations  into  human 
beings.  His  cultures,  however,  were  not  pure,  but  contained,  besides  the  con- 
junctivitis  bacillus.  Xerosis  bacilli  (diphtheria  group)."* 

Other  organisms  described  as  resembling  the  Koch-Weeks  bacillus.— 
"Another  organism  exceedingly  like  the  previous,  apparently  differing  from 
it  only  in  the  rather  wider  conditions  of  growth,  is  MttUer's  bacillus."  • 

^Bacillus  pseudoconjunctivitidis.^ — Discovered  by  Kartulis  in  the  con- 
junctival secretions  in  a  case  at  Alexandria  and  turned  over  to  the  author. 
These  bacilli  are  non-motile  and  just  as  small  as  the  preceding  ones,  and 
likewise  neither  stain  according  to  Gram  nor  form  spores.  Their  cultures 
are  rather  prolific,  with  a  canary-yellow  pigmentation.  The  gelatin  cultures 
liquefied  first,  although  quite  slowly,  but  later  the  liquefaction  disappeared, 
and  the  needle-point  cultures  assumed  the  form  of  a  nail  with  flat,  canary- 
yellow  heads.  On  potatoes  a  well  spread  out,  light-brownish  deposit  was 
formed. 

^^  Bacillus  aeris  minutissimus.^ —Was  obtained  by  Drs.  Jbrahim  Bey 
and  Faud  Bey  in  the  air  at  the  Institute  of  Hygiene  in  Bonn.  It  is  similar  to 
the  preceding  ones,  but  forms  a  light  yellowish  pigment.  It  is  not  pathogenic 
for  animals. 

^^ Bacillus  aureus  minutissimus? — Also  isolated  by  Jbrahim  and  Faud 
on  plates  exposed  to  the  air.  Morphologically  similar  to  the  preceding  ones^ 
but  motile;  does  not  stain  according  to  Gram;  does  not  form  spores;  liquefies 
gelatin.  On  potatoes  it  forms  a  luxuriant  golden  pullulation.  It  produced 
septicemia  in  mice  and  abscesses  in  rabbits." 

We  are  inclined  to  consider  the  organism  isolated  from  Miss 
B.'s  finger  as  identical  with,  or  as  a  closely  related  type  of,  the 
Koch-Weeks  bacillus.  In  addition  to  its  similar  morphology,  the 
difficulty  with  which  it  was  cultivated  and  the  characteristic  delay 
in  the  appearance  of  the  growth  speak  for  such  an  identity.*"    We 

»FLtJGGE,  Mikroorganismeny  1896,  2,  440  and  441. 

^  MuiB  AND  Ritchie,  Manual  of  Bacterioloffy^  Am.  ed.,  1903,  201  (Miller's  article  will 
be  found  in  the  Wien,  Med.  Wchnschr.,  1897,  Bd.  47). 

i«  The  only  literature  within  our  reach  is  that  in  Fl^goe,  Mikroorgatiitmwn  (5),  and  an 
article  by  KARTrLis  (3). 
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may  have  slightly  overestimated  its  size,  for  ocular  micrometry  is 
a  rather  inaccurate  method.  As  to  the  limits  of  accuracy  in 
micrometry,  a  competent  authority  says:  '*I  assume  that  0.2  /*  is 
the  limit  of  precision  in  microscopic  measures,  beyond  which  it  is 
impossible  to  go  with  certainty." "  Further,  if  the  statement  by 
Abb6  be  true  (quoted  from  Lehmann  and  Neumann),  that  the 
limit  of  microscopic  vision  lies  between  0.1  and  0.2  /x,  then, 
obviously,  the  diameter  given  by  others  for  this  bacillus,  i.  ^., 
0.25  /A,  is  too  small. 

We  have  further  found  the  bacillus  to  be  actively  motile  when 
taken  from  a  recent  culture  on  ascitic  fluid  agar  and  sus[)ended  in 
bouillon.  However,  it  is  non-motile  when  grown  upon  the  ordi- 
nary media. 

The  ability  to  produce  pigment  and  a  greater  adaptability  to  a 
saprophytic  mode  of  existence  suggests  a  closer  resemblance  to 
the  organism  described  as  B.  pseudoconjunctivitidis,  but  these 
faculties  are  variable  ones  in  many  species  of  micro-organisms. 
For  instance,  the  variability  in  power  of  pigment  production 
shown  by  Staphylococcus  aureus  or  B.  pyocyaneus  may  be  men- 
tioned. Again,  it  has  often  been  noticed  that  micro-organisms 
isolated  from  a  virulent  form  of  a  disease  —  e.  </.,  hemorrhagic 
septicemia  in  cattle,  or  cholera  Asiatica — do  not  possess  a  cor- 
responding degree  of  pathogenicity,  and  grow  luxuriantly  upon 
artificial  media.  So  it  is  possible  that  in  our  case-  we  happened 
to  obtain  a  growth,  not  of  the  more  virulent  and  less  sapro- 
phytic type  of  organisms  present  in  the  tissues,  but  of  those  that 
had  a  tendency  toward  a  saprophytic  mode  of  existence. 

As  for  the  histological  changes  which  this  organism  is  able  to 
produce,  we  cannot  make  any  definite  statements.  It  is  possible 
that  the  marked  canthosis  occurring  in  the  finger,  of  monkey  No, 
261  may  indicate  the  way  in  which  the  cauliflower-like  verrucous 
growth  of  tissue  occurring  in  the  human  cases  was  produced. 

"  W.  A.  Rogers,  Proc.  Am»  Soc.  Mien.,  1883, 198. 
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THE  PATHOLOGICAL  ANATOMY  OF  "PARATYPHOID 

FEVER."* 

REPORT  OF  A  FATAL  CASE,  WITH  BACTERIOLOGICAL 

FINDINGS.* 

H.  GiDBON  Wells  and  Lee  O.  Scott, 
Department  of  Pathology  and  Bacteriology  of  the  University  of  Chicago. 

With  refinements  in  the  technic  of  the  clinical  application  of 
the  agglutination  reactions,  together  with  the  more  frequent 
application  of  cultural  investigation  of  the  blood  in  typhoid  and 
other  febrile  diseases,  has  come  the  observation  of  a  distinct  set 
of  cases  ©f  typhoid-like  character  that  are  caused  by  organisms 
intermediate  between  the  typhoid  and  the  colon  bacillus.  As 
these  cases  are  clinically  less  severe,  as  a  rule,  than  are  infections 
with  the  true  typhoid  bacillus,  there  have  been  but  few  fatal 
results.  Hence  there  is  little  known  so  far  about  the  anatomic 
features  of  this  disease,  and  its  anatomic  relation  to  true  typhoid. 
In  view  of  the  close  correspondence  of  the  intermediate  organisms 
and  the  typhoid  bacillus,  and  the  similarity  of  the  clinical  course 
of  the  cases,  it  might  seem  probable  that  the  anatomic  changes 
would  be  similar,  if  not  identical.  Up  to  the  present  time  there 
have  been  reported  four  fatal  cases  with  autopsy,  in  which  the 
clinical  course  was  like  that  of  typhoid,  together  with  the  one  we 
are  about  to  describe ;  and  since  these  correspond  fairly  well  with 
one  another  and  present  quite  a  distinct  picture,  it  may  be  con- 
sidered that  enough  material  has  been  collected  to  permit  of  some 
conclusions  as  to  the  pathologic  anatomy  of  paratyphoid  infection. 
If  these  cases  represent  the  usual  results  of  such  infection,  which 
would  most  naturally  be  the  case,  then  it  seems  that  the  anatomic 
lesions  of  paratyphoid  are  quite  different  from  those  of  true 
typhoid.  Autopsies  have  so  far  been  reported  by  Strong  (17), 
Longcope  (10),  and  Sion  and  Negel  (15)  in  1902,  and  Lucksch  (11) 
in  1903.     Autopsies  in  which  the  paratyphoid  organism  has  been 

•  Received  for  publication  October  15, 1903. 

1  Presented  before  the  Chicago  Pathological  Society,  October  12, 190:1. 
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recovered  have  also  been  reported  by  Schmidt  (13)  and  by 
Libman  (9),  but  these  were  cases  in  which  the  disease  was  quite 
unlike  typhoid  fever,  that  of  Schmidt  being  in  the  nature  of  a 
pyemia  following  an  infection  of  the  bile  tracts  in  cholelithiasis. 
Libman's  (9)  case  is  described  by  him  as  resembling  a  cholecystitis 
or  liver  abscess,  so  much  so  that  operation  was  performed;  at 
autopsy  healed  and  healing  ulcers  were  found  in  the  ileum.  As 
the  patient's  blood  reacted  with  the  typhoid  bacillus,  he  considers 
the  paratyphoid  infection  to  have  been  secondary  to  a  recovering 
typhoid  infection  of  the  ambulatory  type,  mixed  infections 
having  been  mentioned  by  other  writers. 

It  may  be  necessary  at  this  point  to  discuss  briefly  the  matter 
of  terminology  to  be  adopted  in  referring  to  these  cases.  In  the 
<;ases  reported  there  has  been  a  more  or  less  random  use  of  the 
ierms  "paratyphoid"  and  "paracolon,"  the  former  term  generally 
Applying  to  the  clinical  disease,  the  latter  more  particularly  to 
the  biologic  features  of  the  causative  organism.  Buxton  (4)  has 
attempted  a  classification  harmonizing  these  two  aspects,  based 
upon  a  comparative  study  of  the  bacilli,  in  the  following  words: 

"The  following  classification  is  therefore  suggested: 

Paracolons. — Those  which  do  not  cause  typhoidal  symptoms 
in  man.  A  group  containing  many  different  members,  but 
<;ulturally  alike. 

Paratyphoids, — Those  which  cause  typhoidal  symptoms. 

a)  A  distinct  species  culturally  unlike  the  paracolons. 

/8)  A  distinct  species  culturally  resembling  the  paracolons." 

In  the  reported  cases  of  infection  with  the  members  of  this 
.group  of  organisms  the  clinical  features  have  been  very  variable, 
from  those  indistinguishable  in  most  respects  from  typhoid,  to  those 
in  which  the  organism  has  been  e^n  accidental  finding  in  abscesses, 
etc.,  without  relation  to  such  a  disease,  as  in  the  case  of  Widal 
and  Nobecourt.  From  the  clinical  side,  therefore,  it  may  be  well 
to  recognize  as  a  separate  group  those  cases  that  resemble  typhoid, 
reserving  for  them  the  term  "paratyphoid,"  and  referring  to  the 
•other  cases  properly  as  "paracolon  infections,"  recognizing  that, 
if  Buxton's  classification  is  correct,  the  same  organism  may  be 
responsible   in   each.      The   situation    then    will   not    be   at  all 
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different  from  what  it  now  is  in  relation  to  infections  with  the 
Eberth  bacillns.  In  this  article,  therefore,  the  term  "para- 
typhoid" will  be  used  as  above  indicated,  without  reference  to 
the  particular  variety  of  organism  involved. 

CASE  I. 

The  first  case  is  that  of  a  soldier,  who  died  in  Santa  Crnz,  July  31, 1900, 
reported  by  Strong  (17)  two  years  later.  His  sickness  began  July  5,  with 
fever  and  rectal  discharges  of  blood  and  mucus.  '*  No  departure  from  the 
ordinary  tyjte  of  typhoid  fever."  On  accounjt  of  unfavorable  conditions 
existing  at  the  time  of  death,  the  case  unfortunately  could  not  be  completely 
studied.  Autopsy  was  held  forty-two  hours  after  death,  and  there  was  much 
post-mortem  change.  The  mesenteric  lymphatics  were  swollen,  and  some, 
along  the  small  intestine,  were  hemorrhagic.  The  spleen  was  very  large  and 
soft,  and  the  pulp  somewhat  dark  and  considerably  increased  in  amount. 
The  liver  showed  advanced  fatty  degeneration.  The  capsule  of  the  kidneys 
was  not  adherent;  the  organs  were  pale  and  yellow  in  color.  Both  the  large 
and  small  intestine  were  normal  throughout,  except  for  a  moderate  catarrh 
and  a  few  superficial  hemorrhages.  The  solitary  and  agminated  follicles 
showed  no  lesions.  The  other  organs  were  normal.  Stained  coverslips  from 
the  liver  showed  a  large  capsulated  bacillus,  considered  to  be  B.  aerogenes 
capsulatus,  and  a  smaller  bacillus.  Fresh  smears  from  the  spleen  showed  a 
few  concentric  aestivo-autumnal  parasites,  and  a  fair  amount  of  malarial  pig- 
ment. From  the  spleen  a  pure  culture  was  obtained  of  an  organism  with  the 
following  characteristics  :  Bouillon  was  at  first  clouded;  after  a  time  a  sedi- 
ment formed  at  the  bottom  and  often  a  pellicle  at  the  top;  hanging  drop 
showed  a  motile  bacillus;  stained  coverslips  decolorized  by  Gram's  method; 
in  glucose  agar  there  was  a  moderate  gas  production;  in  lactose  agar  there 
was  no  gas  production;  saccharose  was  moderately  fermented;  litmus  milk 
was  at  first  reddened  after  fourteen  to  twenty-four  hours,  and  then  turned 
blue  after  about  forty-eight  hours;  in  Smith's  sugar-free  bouillon  there  was 
no  indol  production.  This  organism  was  pathogenic  for  mice.  No  serum  of 
the  patient  was  saved  for  testing,  and  no  agglutination  tests  seem  to  have 
been  made.  The  few  malarial  parasites  are  considered  by  Strong  insufficient 
to  account  for  the  illness,  particularly  as  the  patient  received  quinine.  There 
was  no  other  evident  cause  for  the  death  of  the  patient  than  infection  with 
this  Vjacillus.  A  further  study  of  the  organism  isolated  by  Strong  will  be 
found  recorded  by  Buxton,  in  his  article  already  quoted. 

CASE  II. 
(Reported  by  W.  T.  Lougcope  (10),  from  Philadelphia.) 

An  Italian  laborer,  twenty -two  years  old,  suflFered  from  a  sickness  of  about 
eleven  days  resembling  typhoid.  There  was  epistaxis,  herpes  labialis  and 
nasalis,  palpable  spleen,  and  rose  spots.  Fever  was  high,  and  there  was 
delirium.  The  Widal  reaction  was  negative.  Leucocytes,  5,900.  Blood  cul- 
tures made  the  day  before  death  yielded  a  typhoid-like  bacillus.    Autopsy 
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showed  a  flabby  heart,  otherwise  unchanged.  Lungs  congested  and  edema- 
tous, but  no  areas  of  consolidation.  Spleen  weighed  460  g. ;  extremely  soft ; 
surface  dull,  reddish  gray,  with  a  few  small  hemorrhages.  Liver  weighed 
1,810  g.;  large,  soft,  showing  cloudy  swelling.  Intestines  showed  i:o  changes 
beyond  slight  enlargement  of  the  solitary  follicles  in  the  colon,  and  the  pres- 
ence of  ascaris  lumbricoides  in  large  numbers.  Mesenteric  glands  also  free 
from  changes,  as  were  the  other  organs.  Cultures  from  the  heart's  blood, 
luDg,  liver,  and  spleen  gave  an  organism  identical  with  the  one  isolated  from 
the  blood  during  life;  no  growths  from  the  mesenteric  glands,  gall  bladder, 
and  cerebro-spinal  fluid.  The  colon  bacillus  was  also  obtained  from  the  liver. 
Histologically  the  spleen  was  much  congested,  and  the  Malpighian  bodies 
somewhat  increased  in  size.  There  was  no  endothelioid  proliferation,  and 
no  red-blood-carrying  cells  were  found.  The  liver  showed,  besides  the  general 
swelling  and  granulation  of  the  cells,  multiple  focal  necroses.  In  these  foci 
cells  of  an  epithelioid  type  were  entirely  absent,  but  leucocytes  were  present 
as  well  as  fibrin.  The  capillaries  contained  few  leucocytes  and  no  thrombi. 
No  definite  lesions  were  found  in  the  solitary  follicles  of  the  large  intestines 
or  in  the  Peyer's  patches  of  the  ileum ;  in  one  or  two  sections  the  lymphoid 
tissue  was  slightly  increased,  and  in  the  germinal  centers  of  the  largest  fol- 
licles one  or  two  endothelioid  cells  were  found.  These  cells  occurred  in  no 
other  situations  in  the  intestinal  wall.    The  mesenteric  glands  were  unaltered. 

CASE  III. 

(Reported  by  Sion  and  Negel  (15),  from  Jassy,  Roumania.) 
This  occurred  in  a  man,  twenty-four  years  old,  who  suffered  from  symp- 
toms resembling  typhoid,  with  cerebral  manifestations,  trismus,  opisthotonus, 
paralysis  of  the  right  half  of  the  body,  and  aphasia.  The  bacteriologic  exami- 
nation gave  an  organism  corresponding  with  the  paracolon  bacillus.  The 
anatomic  findings  were :  Splenic  swelling ;  parenchymatous  degeneration ; 
enteritis  of  a  dysenteric  character  in  the  lower  part  of  the  ileum ;  a  Laennec's 
vegetation  in  the  left  ventricle,  with  embolic  foci  of  softening  in  the  brain  ; 
infarcts  in  the  spleen  and  kidney ;  bronchitis  and  pneumonia.  As  regards  the 
intestine,  it  is  stated  that  the  entire  intestinal  mucosa  was  slighly  reddened, 
while  the  lower  part  of  the  ileum  and  the  ascending  colon  were  darker  red ; 
the  largest  follicles  were  the  size  of  millet  seeds.  At  the  lower  end  of  the 
ileum  the  folds  of  mucous  membrane  showed  gray,  dirty  bands,  1  mm.  broad, 
for  an  extent  of  10  cm.,  which  were  produced  by  a  deposit  of  a  bran  like 
material  that  was  easily  rubbed  off,  and  under  it  the  mucosa  was  less  shining 
and  deeper  red.  There  was  no  swelling  or  ulceration  of  Peyer's  patches  what- 
ever, nor  of  the  solitary  follicles,  not  even  the  slightest  prominence  or  injec- 
tion ;  the  mesenteric  glands  were  equally  unaffected. 

CASE  IV. 

At  Prague  during  the  winter  of  1902-3  there  was  a  large  epidemic  of 
typhoid,  with  the  usual  anatomic  findings.  There  occurred  one,  however,  in 
which  the  autopsy  findings  were  so  different  from  the  usual  picture  that  it 
seemed  apparent  to  the  examiner  that  he  was  dealing  with  something  other 
than  a  true  typhoid.    Bacteriological  examination  showed  that  a  paracolon 
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bacillus  was  the  cause  of  the  disease.    The  summary  of  the  case,  reported  by 
Lucksch  (11),  is  as  follows : 

The  patient  was  a  male,  twenty-flve  years  old,  sick  for  a  week  before 

.  entrance  to  the  hospital  on  Decembor  24.    The  symptoms  were  chiefly  weak- 
ness and  depression ;   the  stools  became  diarrhoeic,  and  four  days  before 
entering  the  hospital  he  had  been  in  bed ;  for  two  days  he  had  been  uncon- 
scious.    Examination  showed  the  countenance  bluish,  the  right  conjunctiva  , 
reddened,  the  lips  and  tongue  dry ;  the  mouth  would  remain  open.    Abdomen 
much  inflated.    Spleen  not  palpable,  but  much  enlarged  on  percussion.    A                                \ 
few  scattered  rose  spots  on  the  abdomen.    Bowels  and  bladder  were  emptied 
unconsciously  ;  in  the  urine  were  albumen  and  indican.    Death  occurred  in 
collapse  on  December  28,  that  is,  about  the  twelfth  day  of  the  disease,  the 
highest  temperature  recorded  being  on  the  26th,  when  it  reached  39°  C.    On  i 
the  26th  the  patient's  blood  gave,  with  strains  of  B.  typhosus,  a  positive  reac-                                  I 
tion  in  concentration  of  1 :  40. 

Autopsy  was  performed  twenty-one  hours  after  death.  The  abdomen 
was  distended ;  visible  mucous  membranes  pale ;  on  the  lower  extremities 
punctate,  large  red  flecks.  Brain  and  meninges  showed  no  changes.  Dia- 
phragm reached  the  fifth  rib.  Thyroid  normal.  Lungs  adherent  at  the  I 
apices ;  studded  over  the  lower  lobe  with  small,  pea-sized  areas  of  consolidation,  :, 
moist,  dark  red  in  color,  and  some  a  little  raised.  Pericardium  normal 
Heart  unchanged,  except  pale  and  soft.  The  intestines  were  much  distended. 
Liver  small,  soft,  pale,  and  easily  torn.  No  changes  in  the  gall  bladder.  The 
spleen  was  slightly  swollen,  dark  red,  and  soft.  Kidneys  pale  and  soft. 
Mucous  membranes  in  general  pale.  The  stomach  showed  a  few  hemorrhages  ' 
in  the  mucosa.  Small  intestines  much  thinned  (through  distention),  every-  / 
w^here  pale ;  neither  solitary  follicles  nor  Peyer's  patches  swollen.  The  mucosa 
of  the  large  intestines  was  generally  pale,  in  the  cecum  and  ascending  colon 
several  spots  where  irregular  transverse  ulcers  occurred,  some  with  necrotic 
tissue  shreds  in  the  center.  These  occurred  in  groups  of  two  or  three,  their 
margins  not  being  swollen,  and  having  an  extent  of  up  to  1  sq.  cm.  In  the 
transverse  colon  the  follicles,  measuring  1-2  mm.  in  diameter,  colored  grayish 
yellow,  were  surrounded  by  a  red  margin  1  mm.  wide.  In  the  rectum  and 
sigmoid  flexure  were  no  pathological  alterations.  The  mesenteric  lymph 
glands  were  generally  of  a  dark  red  color,  not  enlarged,  neither  were  the 
glands  of  the  large  intestines  swollen,  with  the  exception  of  one  in  the 
vicinity  of  the  cecum,  which  was  the  size  of  a  cherry.  Pancreas  and  adrenals 
were  normal. 

Histology,— lAwer:    Slight  fatty  infiltration  in  the  center  of  the  lobules. 
The  cellular    cytoplasm  was    slightly  granular.     Spleen :    Pulp    elements 

.  slightly  increased,  but  there  was  no  demonstrable  hypertrophy.  Kidneys : 
No  alteration  except  slight  granular  change  in  the  cytoplasm.  Lymph 
glands :  In  the  swollen  gland  was  an  increase  in  lymph  cells,  and  there  were 
many  enlarged  endothelial  cells  with  one,  two,  or  more  nuclei.  No  vascular 
congestion  of  the  gland.  Intestine  :  Follicles  of  the  large  intestine  were  not 
swollen,  yet  they  contained  much  swollen  endothelium.  In  the  vicinity  of 
the  follicles  was  a  slight  round  cell  infiltration  of  the  submucosa.  The 
mucosa  over  the  follicles  was  much  infiltrated  with  round  cells,  but  in  places 
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there  was  still  normal  epithelium.  Away  from  the  follicles  the  submucosa 
showed  no  inflammatory  reaction,  and  the  muscularis  was  entirely  free  from 
it.  Sections  through  the  ulcers  showed  that  here  the  mucosa  and  submucosa 
had  entirely  disappeared  in  some  places,  while  in  others  there  were  still 
remains  of  LieberkQhn's  crypts.  All  layers  present,  to  the  serosa,  showed  a 
moderate  grade  of  round  cell  infiltration  in  the  floor  of  the  ulcers  and  for  a 
short  distance  about  them.  There  was  no  special  swelling  of  the  follicles  in 
this  vicinity.  Blood-vessels  were  somewhat  dilated.  In  places  the  ulceration 
reached  to  the  muscularis.  As  the  author  remarks,  these  alterations  lack  the 
marked  infiltration  of  the  lymphatic  apparatus  of  typhoid;  they  are  more  like 
those  of  dysentery,  although  not  exactly  the  same.  Bacteria  were  found  in 
the  ulcers,  short  bacilli  in  small  numbers,  that  did  not  stain  by  Gram's 
method;  but  also  in  the  superficial  layers  were  cocci  and  large  bacilli  that 
retained  the  stain.  Bacteria  could  not  fie  found  in  the  liver,  spleen,  kidneys, 
and  lymph  glands. 

CASE  V. 

This  case,  which  we  desire  to  report,  occurred  in  St.  Luke'& 
Hospital,  Chicago,  in  the  service  of  Dr.  H.  B.  Favill,  to  whom  we 
are  indebted  for  the  use  of  the  clinical  history.  We  also  owe 
thanks  to  Dr.  Gay  for  help  in  preparing  the  record.  The  patient, 
C.  H.,  was  a  carpenter,  aged  forty,  who  entered  the  hospital  June 
9,  1903,  complaining  of  hemorrhage  from  the  bowels  and  general 
malaise.  His  sickness  began  two  weeks  before  entrance  with 
pains  and  stiffness  in  the  back  and  legs,  dull  headache,  and  gradual 
loss- of  appetite.  During  this  time  constipation  persisted  for  about 
the  first  six  days;  nine  days  before  entrance  there  occurred  several 
hard  movements,  not  accompanied  by  griping.  The  next  day  he 
took  to  bed.  Early  on  this  day  he  vomited.  He  suffered  no 
localized  pain.  His  strength  gradually  decreased,  and  during  the 
second  week  of  the  illness  there  was  a  hacking  cough.  On  the 
morning  of  entrance  he  had  a  bowel  movement  containing  much 
fresh  blood ;  this  was  not  painful  or  preceded  by  pain.  He  had 
been  practically  free  from  sickness  previous  to  this  illness,  and  his 
habits  and  general  history  were  good. 

Examination  showed  some  emaciation;  color  pale,  "muddy ;'^ 
conjunctiva  slightly  yellowish ;  aspect  listless,  dull,  but  not  dis- 
tinctly typhoid.  Circulatory  system  negative,  except  for  a  typical 
dicrotic  pulse ;  as  also  was  the  respiratory  system,  except  for  a 
slight  hacking  cough.  Tongue  was  dry,  fissured,  and  covered 
with  a  blackish -brown  coat;  protruded  slowly,  with  tremor.     The 
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liver  was  not  enlarged.  Spleen  barely  palpable  at  the  costal  mar- 
gin, and  slightly  tender.  The  entire  abdomen  was  distended, 
giving  a  typanitic  note  on  percussion.  The  skin  was  dry  over  the 
body,  but  covered  with  sweat  over  the  neck  and  face.  On  the 
abdomen  were  one  or  two  "rose  spots,"  2-3  mm.  in  diameter. 
Except  for  rachitic  tibiae,  the  physical  findings  were  otherwise 
practically  negative.  The  urine  contained  from  the  first  consider- 
able albumin,  hyalin,  and  granular  casts,  and  much  indican. 
Widal  tests  were  made  on  June  9,  12,  14,  and  20,  all  of  them 
being  negative  with  a  dilution  pf  1  to  40.  On  June  9  the  leuco- 
cyte count  was  5,400;  on  June  12,  7,400;  on  June  24,  5,000.  On 
the  24th  the  hemoglobin  was  at  70  per  cent. 

On  the  day  of  entrance  the  temperature  remained  at  about  104° 
with  pulse  of  100  to  110,  and  respirations  from  20  to  26.  The 
first  night,  which  was  the  fifteenth  day  of  the  disease,  there  was 
again  a  passage  of  a  large  amount  of  blood  in  the  feces,  and  there 
were  further  discharges  of  blood  during  the  first  three  days'  stay 
in  the  hospital;  but  not  later.  Later  the  stools  resembled  those 
common  in  typhoid  fever.  The  temperature  was  not  so  high  dur- 
ing the  rest  of  the  illness,  although  it  did  occasionally  reach  103°. 
There  was  occasional  emesis,  and  on  the  thirtieth  and  thirty-third 
days  chills  occurred,  followed  by  a  rise  in  temperature.  D^ath 
occurred  on  June  27,  about  the  thirty-third  day  of  the  disease. 

The  subjective  clinical  features  of  this  case  were:  (1)  absence 
of  depression ;  (2)  absence  of  any  active  or  low  muttering  delirium, 
except  during  the  first  three  nights  in  the  hospital,  and  the  few 
days  immediately  previous  to  death ;  (3)  the  relatively  high  pulse 
in  the  last  two  weeks. 

AUTOPSY 

The  autopsy  was  performed  about  seventeen  hours  after  death. 
The  body  was  that  of  a  poorly  developed,  emaciated  man,  151 
cm.  tall.  Sclera  white.  Superficial  lymph  glands  not  enlarged. 
Both  tibiae  curved  forward  in  the  median  part,  with  transverse 
flattening.  Toe  nails  greatly  deformed  (onychogryphosis).  There 
was  a  large  bed  sore  over  the  sacrum,  and  a  smaller  one  begin- 
ning over  the  left  scapula.  Subcutaneous  fat  was  almost  entirely 
absent. 
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Abdominal  cavity, — Inguinal  and  femoral  rings  closed. 
Omentum  almost  devoid  of  fat.  A  few  adhesions  about  the 
spleen.  Appendix  5  cm.  long,  free  from  adhesions.  Mesenteric 
lymph  glands  not  enlarged  or  congested,  and  appear  of  normal 
consistence.  The  liver  reaches  just  to  the  costal  margin.  The 
peritoneum  is  everywhere  smooth  and  shining;  there  is  no  dis- 
coloration of  the  intestinal  covering,  except  a  slight  reddening 
over  the  ileum  just  as  it  joins  the  colon.  No  abnormal  fluid  in 
the  cavity.  Retroperitoneal  glands  not  enlarged.  A  few  adhe 
sions  about  the  gall  bladder,  but  none  about  the  liver. 

Thoracic  cavity, — Both  pleural  cavities  are  free  from  adhesions, 
except  a  few  to  the  pericardium,  and  there  is  no  increased  amount 
of  fluid.  At  the  site  of  the  thymus  there  is  aVsmall  amount  of 
pinkish  tissue.  The  pericardial  cavity  contains  30  c.c.  of  clear 
fluid;  surface  smooth  and  shining,  except  for  a  "milk  spot"  on 
the  anterior  surface  of  the  right  ventricle,  about  5x2  cm. 

Heart, — Valves,  orifices,  and  endocardium  normal  in  all 
respects.  Musculature  of  normal  consistence,  but  slightly  pale; 
no  increase  in  the  connective  tissue;  both  ventricles  slightly 
dilated. 

Lungs, — The  lungs  are  soft  and  pale  in  the  anterior  portion; 
much  darker  and  more  firm  posteriorly.  Beneath  the  pleura  are 
many  small  ecchymoses.  Cut  surface  exudes  much  frothy  fluid, 
that  from  the  posterior  part  being  mixed  with  blood.  Near  the 
posterior  margin  of  the  left  lower  lobe  is  an  area  1  cm.  in  diame- 
ter projecting  from  the  surface,  which  is  quite  firm,  with  a  pale 
center  and  dark  red  periphery ;  upon  cutting  this  open  the  center 
is  white  and  extends  4  mm.  into  the  lung  substance,  firm  and 
flesh-like  in  consistence.  Near  the  hilum  of  the  right  lung  was  a 
small  puckered  scar  with  a  grain  of  calcareous  material  in  the 
center. 

Thyroid, — Not  enlarged;  contains  little  colloid. 

Liver, — Of  moderately  firm  consistence,  and  contains  a  large 
amount  of  blood.  Cut  surface  shows  lobular  markings  plainly; 
peripheries  light  in  color. 

Spleen. — Greatly  enlarged,  being  over  twice  as  large  as  nor- 
mal; weight  -400  g.     Consistence  extremely  soft,  and  it  tears  very 
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easily.  Cut  surface  is  dark  in  color;  Malpighiau  bodies  diffi- 
cult to  discern ;  pulp  is  almost  fluid  in  consistence. 

Pancreas. — Shows  no  changes. 

Oastro-intestinal  tract. — Stomach  and  esophagus  show  no 
changes.  In  the  ileum,  just  above  the  ileo-cecal  valve,  ulcera- 
tions are  encountered.  In  the  lowest  3  cm.  of  the  ileum  the 
mucosa  is  almost  entirely  ulcerated  away,  and  the  ulcerations 
extend  upward  with  less  abundance  to  a  height  of  8  cm.  The 
ulcers  are  extremely  irregular  in  size  and  shape,  often  coalescing, 
so  that  there  are  but  a  few  separate  ulcers  to  be  distinguished. 
They  bear  no  relation  to  the  lymphatic  apparatus  of  the  bowel, 
but  stop  abruptly  with  the  margin  of  the  ileo-cecal  valve.  The 
floor  of  the  ulcers  does  not  show  the  muscularis  in  any  place, 
although  the  mucosa  has  been  ulcerated  through  and  removed; 
the  floor  is  of  a  dirty  gray  color,  but  there  seems  to  be  no  deposi- 
tion of  any  sort  of  membrane.  The  margins  are  not  in  the  least 
swollen,  although  often  slightly  undermined.  The  bowel  near 
the  ulcers  is  not  at  all  swollen  or  hyperemic,  except  a  diffuse  red- 
dening just  at  the  junction  of  ileum  and  colon.  The  peritoneum 
is  not  affected.  The  ulcerations  are  entirely  dissimilar  to  those 
of  typhoid,  particularly  in  the  lack  of  infiltration  and  in  their 
superficiality ;  they  resemble  much  more  the  ulcers  of  dysentery. 
Twenty-six  cm.  above  the  valve  is  a  solitary  area  of  swelling, 
with  beginning  ulceration,  and  60  cm.  above  is  still  another. 
The  solitary  follicles,  except  for  these  areas,  are  not  at  all  enlarged, 
and  Peyer's  patches  are  equally  free  from  any  swelling  whatever — 
they  can  be  found  only  with  difficulty.  As  a  whole,  the  walls  of 
the  intestine  seem  thin  and  pale.  In  the  large  intestine  there  is 
no  ulceration,  and  no  enlargement  of  the  follicles.  The  mucosa 
of  the  api)endix  also  appears  normal. 

Kidneys. — A  little  enlarged,  weighing  180 g.  each;  consistence 
firm ;  no  external  changes.  Cut  surface  dark  in  color,  because  of 
the  presence  of  much  blood;  cortex  measures  6-8 mm.  in  thick- 
ness, the  markings  being  fairly  distinct.  The  capsule  strips, 
leaving  a  smooth  surface.  The  adrenals,  urinary  bladder,  and 
prostate  show  no  changes. 
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histological  examination. 

Intestirie. — Sections  taken  through  different  ulcers  show  that  in 
general  the  ulceration  extends  into  the  submucosa,  but  rarely 
passes  through  it.  There  seems  to  have  occurred  some  post- 
mortem digestion  of  the  surface.  The  margin  of  the  ulcers  is 
usually  sharp,  often  slightly  undermined,  and  passes  abruptly 
through  the  mucosa,  generally  to  about  the  middle  of  the  sub- 
mucosa. The  chief  feature  is  the  absence  of  any  evidence  of 
reaction  in  the  ulcerative  process.  The  floor  and  margin  of  the 
ulcer  is  formed  by  tissue  that  has  lost  all  affinity  for  nuclear  stain, 
although  retaining  in  part  the  form  of  the  cells  that  originally 
composed  it,  and  which  stain  faintly  with  eosin.  This  non-staining 
part  fades  insensibly  into  the  tissue  that  appears  quite  normal. 
This  absence  of  demarkation  is  similar  to  that  seen  in  noma  and 
other  gangrenous  ulcerative  lesions.  Where  the  margin  of  the 
ulcer  passes  through  a  lymph  follicle  the  cells  at  the  margin  of 
the  necrotic  part  are  obscured  by  a  diffuse  dark  blue  stain,  as  if 
the  nuclear  substance  of  the  lymphoid  cells  had  diffused  among 
them,  still  retaining  its  affinity  for  stain.  Except  for  this,  the 
presence  of  the  lymphatic  structures  does  not  seem  to  have  any 
effect  on,  or  relation  to,  the  ulcerative  process.  The  portions  of 
tissue  adjacent  to  the  ulcer  seem  almost  entirely  unaffected  by  the 
process.  There  may  be  a  few  more  plasma  cells  than  normal,  but 
there  is  no  congestion.  The  lymph  follicles  show  a  total  absence 
of  the  endothelial  proliferation  of  typhoid  fever,  phagocytes  can 
rarely  be  found,  and  there  are  no  thrombi  except  in  the  necrosed 
tissue.  There  are  a  few  small  hemorrhages  in  the  submucosa,  but 
they  are  rare.  There  is  also  a  total  absence  of  leucocytic  inva- 
sion, and  there  are  very  few  eosinophiles  to  be  found  in  the  tissues. 

Stained  by  methylene  blue,  the  tissues  beneath  the  floor  of  the 
ulcer  are  found  to  be  swarming  with  bacteria.  On  and  near  the 
surface  are  bacilli  of  various  shapes  and  sizes,  spored  and  non- 
spored,  and  a  few  cocci.  Penetrating  deeper  into  the  tissue,  but 
rarely  beneath  the  submucosa,  are  bacilli  of  the  shape  and  size  of 
long  colon  bacilli.  This  bacterial  growth  is  quite  diffuse,  without 
tendency  to  form  colonies.     Stained  by  Gram's  method,  only  part 
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of  the  surface  forms  can  be  seen — few  bacteria  beneath  the  sur- 
face retain  the  stain — the  long  bacilli  being  quite  decolorized 

Mesenteric  glands, — There  is  a  total  absence  of  congestion  or 
swelling  of  the  lymph  follicles  and  sinuses.  In  the  sinuses,  how- 
ever, are  numerous  small  areas  filled  with  fibrin  and  containing 
few  cells.  They  resemble  focal  necroses,  except  for  the  absence 
of  any  remnants  of  necrotic  cells  or  cellular  infiltration.  The 
cells  immediately  about  them  are  unaltered,  and  the  fibrin  p&sses 
off  in  threads  between  the  cells  of  the  normal  tissue.  Occa- 
sional small  threads  of  fibrin  can  be  found  in  many  places  in  the 
glands.  In  the  lymph  sinuses  there  is  some  increase  in  the  num- 
ber of  endothelial  cells,  but  by  no  means  comparable  to  that  seen 
in  typhoid.  A  few  of  them  contain  a  single  lymphoid  cell,  but 
phagocytosis  is  by  no  means  common.  There  are  many  plasma 
cells  in  the  sinuses,  and  a  few  polymorphonuclear  leucocytes. 
The  blood  vessels  contain  many  leucocytes  and  occasional  plasma 
cells.  The  germinal  centers  of  the  follicles  show  no  evidence  of 
proliferation.  Sections  were  stained  by  Gram's  method  and  with 
methylene  blue,  but  no  bacteria  could  be  found. 

Liver, — In  general  the  liver  cells  are  unchanged,  except  that 
those  near  the  center  of  the  follicle  contain  a  golden-brown  pig- 
ment usually  situated  in  the  center  of  the  cells.  A  few  small  but 
typical  foci  of  necrosis  are  present,  in  which  the  destroyed  liver 
cells  have  been  replaced  chiefly  by  small  mononuclear  cells,  a  few 
leucocytes  and  plasma  cells,  and  what  in  some  instances  appear 
to  be  new-formed  liver  cells.  Such  areas  are  scanty,  and  all  are 
small.  They  differ  from  the  foci  of  typhoid  chiefly  in  the  absence 
of  endothelial  cells.  Between  the  liver-cell  columns  are  more 
than  the  usual  number  of  polymorphonuclear  leucocytes.  There 
is  no  congestion  or  connective  tissue  proliferation,  and  bile-vessels 
and  blood-vessels  appear  unchanged.  In  the  capillaries  are  fre- 
quently found  clumps  of  bacteria  of  the  form  of  the  colon  type; 
they  are  destained  by  Gram's  method.  There  is  no  change 
observable  in  the  cells  immediately  in  contact  with  these  masses 
of  bacilli,  so  it  would  seem  probable  that  they  have  multiplied 
after  death. 

Spleen. —  Here    the    changes  are   much   like   those  of   acute 
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splenic  swelling  of  typhoid.  There  is  the  same  separation  of 
the  Malpighian  bodies  by  the  congested  splenic  pulp,  in  some 
areas  of  which  nothing  at  all  can  be  seen  but  blood,  as  if  a  paren- 
chymatous hemorrhage  had  occurred.  In  the  pulp  are  many 
large  endothelial  cells,  many  of  which  are  full  of  a  golden-brown 
pigment,  others  containing  red  corpuscles  in  various  stages  of 
destruction,  and  lymphoid  cells.  There  are  many  polymorpho- 
nuclear leucocytes,  some  of  which  contain  pigment,  and  an 
increased  number  of  plasmic  cells.  The  increase  in  the  number 
of  cells  in  the  pulp  is  so  great  that  it  seems  that'  the  increased 
size  of  the  spleen  is  due  as  much  to  them  as  to  the  blood.  No 
changes  are  seen  in  the  Malpighian  bodies,  vessels  and  stroma. 
No  areas  of  focal  necrosis  were  found,  and  no  bacteria  could  be 
found  in  sections. 

Kidneys, — Except  for  congestion  of  the  tufts  there  are  no 
changes  in  the  glomerules.  The  convoluted  tubules  have  a  low 
epithelium  with  nuclei  generally  small  and  deep-staining;  the 
lumen  is  filled  with  granulat,  eosin-staining  detritus.  The  col- 
lecting tubules  are  approximately  normal  and  free  from  casts. 
The  capillaries  are  generally  distended,  particularly  in  the  medulla. 
No  interstitial  increase  has  occurred. 

Adrenals. — No  changes  are  found,  in  spite  of  the  fact  that 
many  of  the  small  vessels  are  filled  with  bacilli  that  are  destained 
by  Gram's  method.  The  cells  in  the  vicinity  of  the  bacilli  do 
not  seem  affected  thereby.  There  seem  to  be  a  few  more  plasma 
and  round  cells  in  the  interstitial  tissue  than  is  usual. 

Lung, — The  nodule  found  in  the  lung  histologically  presents 
the  features  of  a  small  septic  infarct.  There  is  a  central  mass  of 
leucocytes,  among  which  are  practically  no  remains  of  the  lung 
tissue,  and  outside  is  a  wide  area  in  which  the  air  sacs  are  packed 
with  well-preserved  red  corpuscles.  Beyond  this  the  lung  pre- 
sents no  features  of  special  interest,  the  findings  being  those  of 
hypostatic  congestion  and  compensatory  emphysema. 

Myocardium, — Beyond  a  slight  segmentation  of  the  muscle 
fibers  there  are  no  changes. 

Pancreas, — Except  for  small  fibrinous  thrombi  in  the  large 
veins  there  are  no  changes. 
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Thyroid, — Presents  no  alterations. 

Thymus, — There  is  quite  a  large  amount  of  thymus  tissue 
present  in  the  lobules  of  fat  that  usually  replace  it,  but  only 
traces  of  HasselPs  corpuscles  remain. 

Prostate. — The  tubules  are  packed  with  desquamated  cells,  and 
there  is  a  slight  increase  in  the  round  cells  of  the  muscular  portion. 

ANATOMIC   DIAGNOSIS. 

Multiple  ulcerations  in  the  mucosa  of  the  ileum;  pulmonary 
edema,  hypostatic  congestion,  and  compensatory  emphysema; 
acute  splenic  swelling ;  septic  infarct  in  the  lung ;  chronic  nephritis 
with  congestion;  decubitus;  rachitic  tibiae;  onychogryphosis ; 
paracolon  bacillemia ;  focal  necroses  in  the  liver. 

BACTERIOLOGICAL  BEPOBT. 

At  autopsy  cultures  were  made  from  the  heart's  blood,  liver, 
spleen,  and  kidney.  The  heart's  blood  gave  a  mixed  culture  of  a 
small  bacillus  and  a  staphylococcus.  The  cultures  from  the  liver 
remained  sterile,  while  those  made  from  the  spleen  and  kidney 
gave  a  pure  culture  of  a  short,  actively  motile  bacillus.  The  latter 
organism  has  been  found  to  belong  to  the  group  intermediate 
between  the  colon  and  the  typhoid  groups,  i,  e.,  to  the  group 
of  which  B.  enteritidis  of  Gftrtner,  B.  psittacosis,  the  paracolon 
bacillus  described  by  Gwyn,  and  Cushing's  bacillus  O.  are 
members. 

The  cases  of  paratyphoid  infection,  reported  by  Achard  and 
Bensaude  (1),  Widal  (18),  Gwyn  (7),  Gushing  (6),  Schottmtlller 
(14),  Brion  and  Kayser  (3),  and  others,  have  been  so  fully  reviewed 
by  Buxton,  and  more  recently  by  Korte  (19),  that  it  seems 
unnecessary  to  go  into  detail. 

G.  Bertnard  Smith  (16)  has  recently  reported  two  cases  of 
paratyphoid  fever  from  both  of  which  organisms  belonging  to  the 
intermediate  group  were  isolated.  The  organism  from  Case  I 
produced  gas  in  glucose,  but  not  in  lactose,  saccharose,  maltose, 
mannite,  levulose,  or  dextrin.  From  Case  II  the  organism  pro- 
duced gas  in  glucose,  maltose,  mannite,  levulose,  and  dextrin. 
The  organism  from  Case  I,  although  undoubtedly  a  member  of  the 
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intermediate  group,  differs  from  the  organisms  isolated  from  all 
other  reported  cases  in  that  it  produces  free  gas  in  dextrose  only. 
In  maltose,  mannite,  and  levulose  growth  occurred  in  the  closed 
arm  of  the  fermentation  tube,  but  no  free  gas  was  produced. 

Buxton  (4)  divides  the  members  of  the  intermediate  group 
into  the  paracolons,  or  those  which  do  not  produce  typhoidal 
symptoms  in  man,  and  the  paratyphoids — those  which  do  pro* 
duce  such  symptoms.     This  latter  group  is  subdivided  into: 

Group  a.  A  distinct  species,  differing  from  the  paracolons  in 
cultural  characteristics.  These  organisms  produce  acid  in  milk, 
and  the  medium  becomes  alkaline  in  about  ten  days ;  gas  is  pro- 
duced in  yeast  and  glucose  broths,  with  no  increase  in  the  amount 
after  the  first  twenty-four  hours;  the  color  in  neutral  red  agar 
changes  completely  to  yellow  in  forty -eight  hours,  this  color  being 
permanent.  Sera  of  animals  immunized  against  members  of  this 
group  give  interactive  agglutinations  within  the  group,  but  give 
negative  results  when  tested  with  members  of  Group  /3, 

Group  13.  The  organisms  belonging  to  this  group  culturally 
resemble  the  paracolons.  Permanent  acidity  is  produced  in 
litmus  milk ;  gas  is  produced  in  yeast  broth,  the  amount  increas- 
ing up  to  the  third  day ;  a  yellow  color  appears  in  neutral  red 
agar  after  forty-eight  hours,  the  original  red  color  returning  after 
four  to  five  days.  Agglutination  tests  were  interactive  within 
the  group  only. 

BIOLOGICAL   AND   CULTUBAL   CHABACTEBS    OF    BACILLUS    FBOM    THE 

PBE8ENT  CASE. 

The  organism  obtained  from  the  spleen  and  kidney  was  a  short, 
actively  motile  bacillus,  which  was  decolorized  by  Gram's  method. 
The  growth  of  the  organism  on  agar,  gelatin,  broth,  and  potato 
does  not  differ  from  the  growth  of  the  typhoid  bacillus. 

On  agar  a  white  growth  appears  along  the  path  of  the  needle. 
Gelatin  is  not  liquefied.  Peptone  broth  becomes  clouded,  but 
there  is  no  pellicle  formed  and  no  sediment.  Indol  is  not  formed. 
Potato  shows  a  slight  growth,  with  no  discoloration. 

Milk  is  rendered  slightly  acid  in  from  two  to  five  days,  and 
then  changes  slowly  to  an  alkaline  reaction  which  is  pronounced 
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after  from  ten  to  fourteen  days.     A  slight  opalescence  appears 
about  the  seventh  day. 

Oas  production, — In  testing  for  gas  formation,  fermentation 
tubes  were  used,  containing  sugar-free  broth  to  which  had  been 
added  1  per  cent,  of  the  various  sugars.  A  culture  of  Buxton's  para- 
typhoid bacillus,  and  cultures  of  two  paratyphoid  bacilli  recently 
studied  in  this  laboratory  by  G.  Bertnard  Smith  (16),  were 
compared  in  parallel  tests.  The  following  table  shows  the  per- 
centages of  gas  formed  from  the  various  carbohydrates  by  these 
organisms: 


Dex- 
trose 

Lac- 
to8e 

Sacch- 
arose 

Mal- 
tose 

Man- 
nite 

Levu- 
lose 

Dex- 
trin 

Galac- 
tose 

Bacillus  from  the  pres- 
ent case 

25 

25 

28 

22 

•• 

•• 

25 
27 

30 

20 
25 

25 

25 
35 

27 

15 

22 

Buxton's  paratyphoid 
bacillus 

20 

Smith's  paratyphoid  I 
Smith's    paratyphoid 

bacillus  II 

• 

25 

Neutral  red  agar, —  After  twenty-four  hours  the  medium 
appeared  yellow,  except  for  a  narrow  band  of  red  at  the  surface 
and  at  the  bottom  of  the  tube.  After  forty-eight  hours  the  red 
band  at  the  bottom  of  the  tube  had  disappeared,  but  that  at  the 
surface  still  remained.  After  a  lapse  of  ten  days  the  tube  was 
red,  except  for  a  slight  yellow  color  at  the  bottom,  the  original 
color  returning  after  fifteen  days. 

Serum  reactions. — At  autopsy,  slides  were  made  of  the  heart's 
blood,  with  a  view  to  testing  the  action  of  the  patient's  serum  on 
any  organism  that  might  be  recovered.  Owing  to  an  accident, 
these  dried-blood  preparations  were  destroyed,  and  an  important 
link  in  the  chain  of  evidence  concerning  our  paratyphoid  bacillus 
is  therefore  lacking. 

In  making  the  agglutination  tests  there  were  used  two  cultures 
of  B.  typhosus,  two  of  B.  coli,  and  one  culture  each  of  B.  enteri- 
tidis,  B.  cholerae  suis,  B.  paratyphosus  of  Buxton,  B.  icteroides 
(Sanarelli),  B.  dysenteriae,  and  B.  fecalis  alcaligenes,  together 
with  the  organism  isolated  from  the  present  case.  Sera  from 
rabbits  immunized  against  B.  coli,  B.  typhosus,  B.  dysenteriae,. 
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B.  enteritidis,  B.  paratyphoBus  of  Buxton,  and  the  bacillus  from 
this  case,  were  tested  with  the  various  members  of  the  colon, 
intermediate,  and  typhoid  groups.  In  all  agglutination  tests  an 
arbitrary  time  limit  of  two  hours  was  set,  in  order  that  results 
obtained  with  the  various  organisms  might  be  compared. 

Serum  from  a  rabbit  immunized  against  B.  coli,  which  agglu- 
tinated the  homologous  organism  in  dilutions  of  1:400,  gave  no 
result  when  tested  with  either  the  organism  from  the  present  case, 
or  with  Buxton's  B.  paratyphosus.  A  typhoid  serum  of  high 
agglutinative '  power,  1 :  12,000,  gave  a  positive  result  with  the 
paratyphoid  bacillus  from  the  case  in  dilutions  of  1 :  25,  but 
normal  rabbit  sera  gave  like  results  in  dilutions  of  1:10  and 
1 :  15.  Serum  from  a  rabbit  immune  to  B.  dysenteriae  aggluti- 
nated the  homologous  organism  in  dilutions  of  1:5,000,  but 
gave  no  result  with  the  paratyphoid  bacillus  in  dilutions  above 
1:10. 

B.  enteritidis  serum,  having  an  agglutinative  sCrength  of 
1:7,000,  gave  negative  results  in  all  dilutions  with  both  Buxton's 
paratyphoid  bacillus  and  the  organism  from  our  own  case. 

Serum  from  rabbits  immunized  against  Buxton's  paratyphoid 
bacillus  and  against  our  own  organism  gave  the  following  results: 
Buxton's  paratyphoid  serum  of  an  agglutinative  strength  for  its 
own  organism  of  1:40,000  gave  a  positive  result  with  the  para- 
typhoid bacillus  from  the  case  in  dilutions  up  to  1 :  30,000.  A 
dilution  of  1:40,000  gave  a  negative  result.  Serum  from  this 
animal  did  not  agglutinate  the  other  members  of  the  intermediate 
group  that  were  tested,  nor  members  of  the  colon  and  typhoid 
groups. 

A  serum,  obtained  by  immunizing  a  rabbit  against  the  organism 
from  our  case,  agglutinated  the  homologous  organism  in  dilutions 
up  to  1 :  40,000,  a  dilution  of  1 :  50,000  giving  a  negative  result. 
Buxton's  paratyphoid  bacillus  was  agglutinated  in  dilutions  up  to 
1:20,000;  a  dilution  of  1:25,000  failed  to  agglutinate.  B.  coli, 
B.  enteritidis,  B.  cholerae  suis,  B.  icteroides  (Sanarelli),  B. 
typhosus,  B.  dysenteriae,  and  B.  fecalis  alcaligenes  were  not 
agglutinated  by  this  serum  in  any  dilutions.  The  following  table 
shows  the  action  of  this  serum  upon  four  paratyphoid  organisms. 
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The  character  of  the  organism,  isolated  from  the  present  case 
indicates  that  it  is  a  paratyphoid  bacillus  belonging  to  group  a 
of  Buxton's  classification. 


B.  paratyphosus  f r. 
the  case 

Buxton's  B.  para- 
typhosus   

Smith's  paraty- 
phoid I 

Smith's  p  a  r  a  t  y  - 
phoid  ll 


1:40 


+ 
+ 
+ 
+ 


1:100 


+ 
+ 
+ 
+ 


1:1,000 


+ 
+ 

+ 


1:20,000 


+ 
+ 


1:30,000 


+ 


1:40,000 


+ 


1:50,000 


GENERAL  SUMMARY. 
Putting  together  these  five  case^,  it  is  evident  that  paratyphoid 
infections  are  accompanied  by  changes  quite  different  from  those 
of  typhoid.  On  the  other  hand,  there  is  little  characterizing  this 
type  of  infection  or  differentiating  it  from  other  septicemias 
anatomically,  however  much  it  may  differ  clinically.  The  most 
constant  change  is  the  splenic  enlargement,  which  was  present  in 
all  five  cases.  In  most  respects  this  enlargement  seems  to  be  the 
same  as  that  of  typhoid  or  ordinary  septicemia,  and  in  our  case 
the  microscopic  findings  are  also  similar.  The  loading  of  the 
splenic  endothelial  cells  with  pigment  and  erythrocytes  is  evi- 
dently the  result  of  the  hemolysis  of  the  disease.  The  intestinal 
lesions,  however,  are  quite  variable.  Because  of  the  occasional 
occurrence  of  intestinal  hemorrhages,  it  had  at  first  been  thought 
that  intestinal  ulcers  probably  were  present,  although  the  first 
cases  autopsied,  those  of  Strong  and  Longcope,  showed  the  intes- 
tines to  be  quite  unaffected.  In  the  last  two  cases,  however,  there 
have  been  numerous  ulcers,  although  entirely  different  from  those 
of  typhoid.  In  our  case,  in  which  the  hemorrhages  were  a  promi- 
nent feature  of  the  case,  the  largest  amount  of  ulceration  of  any 
of  the  five  was  found.  The  reporters  of  the  three  cases  in  which 
ulcerations  were  described  all  agreed  in  likening  the  ulcers  to 
those  of  dysentery  rather  than  to  those  of  typhoid.  In  all  cases 
there  was  also  a  practical  absence  of  any  alterations  of  Peyer's 
patches  or  of  the  solitary  follicles.  Likewise  the  mesenteric 
glands  are  almost  unaltered.     Strong  alone  rejxjrts  swelling  of 
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the  glands,  which  were  not  microscopically  examined.  Lucksch 
found  one  enlarged  gland,  with  slight  endothelial  proliferation. 
In  the  other  three  there  were  no  gross  changes  in  them,  and  in 
none  does  there  seem  to  have  been  any  generalized  glandular 
hyperplasia.  In  Longcope's  case  and  in  ours  there  were  typical 
focal  necroses  in  the  liver,  differing  from  those  of  typhoid  in  not 
containing  endothelial  cells.  Beyond  these  changes  there  seem 
to  be  none  of  significance. 

The  anatomic  changes,  therefore,  are  simply  those  of  a  septi- 
cemia, with  splenic  swelling,  and  occasionally  non-specific  ulcera- 
tions in  the  intestine.  This  picture  is,  of  course,  altogether 
different  from  that  of  typhoid,  excepting  the  cases  of  typhoid 
without  intestinal  lesions,  and  suggests  that  possibly  some  of  the 
cases  reported  to  be  of  this  kind  may  have  really  been  paratyphoid 
infections.  The  changes  of  proliferation  and  phagocytosis  as 
described  by  Mallory  (12)  are  almost  entirely  absent  in  the  intes- 
tinal lesions  when  ulcers  exist,  and  are  very  slight  in  the  mesen- 
teric glands,  not  being  greater  in  our  case  than  might  be  seen 
in  any  enteritis.  The  total  escape  of  the  Peyer's  patches  in  all 
five  cases  suggests  some  essential,  if  obscure,  biologic  difference 
between  the  typhoid  and  paratyphoid  organisms. 

The  slight  alterations  generally  found  in  the  intestines  agrees 
with  the  clinical  history  in  respect  to  intestinal  symptoms,  for 
Brion  (2)  found  diarrhoea  present  in  but  18  per  cent,  of  the 
recorded  cases.  Hemorrhage  was  present  in  but  5  per  cent. 
Hence  it  is  quite  probable  that  intestinal  lesions  may  be  even 
less  frequent  in  the  non-fatal  cases  than  indicated  in  the  five 
autopsies,  since  these  last  necessarily  represent  exceptionally 
severe  types  of  the  disease.  That  fatal  paratyphoid  cases  are 
really  rarities,  rather  than  overlooked  through  imperfect  bacterio- 
logic  study,  is  indicated  by  Lucksch's  (11)  experience,  for  his  one 
paratyphoid  case  was  the  only  one  found  among  102  autopsies  of 
typhoid  cases.  Another  interesting  feature  is  the  scattering  of 
these  five  cases  over  the  entire  globe,  occurring  as  they  did  in 
Santa  Cruz,  Bohemia,  Eoumania,  Philadelphia,  and  Chicago,  which 
indicates  that  the  geographical  distribution  of  the  paratyphoid 
bacillus  is  as  wide  as  that  of  the  typhoid  bacillus. 
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EXPLANATION  OP  PLATE  III. 

Pig.  1. — Low-power  drawing  of  the  margin  of  one  of  the  intestinal 
ulcers.  The  blue-staining  area  in  the  submucosa  is  the  edge  of  a  Peyer's 
patch,  at  the  line  of  junction  of  the  necrotic  and  sound  tissue,  showing  the 
diffusion  of  the  nuclear  material  as  described  in  the  text.  With  this  excep- 
tion, it  will  be  noticed,  there  is  a  total  absence  of  any  line  of  demarkation,  as 
well  as  of  cellular  reaction.  The  absence  of  proliferation  is  particularly 
striking  if  compared  with  Mallory's  (12)  plates. 

Fig.  2. —  High-power  drawing  of  mesenteric  lymph  gland,  showing  one 
of  the  areas  resembling  focal  necrosis.  The  pink-staining  substance  is  fibrin. 
The  absence  of  necrotic  cells  and  proliferated  endothelium  is  shown. 

We  are  indebted  to  Miss  E.  P.  Miller  for  the  drawings. 
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AGGLUTINATION  OF  STREPTOCOCCI,  ESPECIALLY 
THOSE  CULTIVATED  FROM  CASES  OF  SCARLA- 
TINA, BY   HUMAN  SERA.* 

George  H.  Weaver. 
(From  the  Memorial  Institute  for  Infectious  Diseases,  Chicago^  III,) 

EvEB  since  it  has  been  known  that  immune  sera  often  agglu- 
tinate the  bacteria  concerned  in  their  production,  constant  efforts 
have  been  made  by  investigators  to  determine  the  value  of  this 
reaction  in  the  case  of  various  bacteria,  both  as  a  means  of  diag- 
nosis of  specific  diseases  and  as  a  method  of  differentiating  bac- 
teria which  closely  resemble  each  other.  Streptococci  have  been 
included  among  the  bacteria  thus  studied,  and  certain  facts  have 
been  learned  regarding  the  power  of  sera  to  cause  their  aggluti- 
nation. 

The  first  demonstration  of  the  agglutination  of  streptococci  by 
immune  sera  was  furnished  by  van  de  Velde.^  He  studied  the 
action  of  the  sera  of  horses  which  were  artificially  immunized 
against  streptococci,  and  found  that  an  antistreptococcus  serum 
possessed  rather  weak  agglutinating  power  over  the  homologous 
bacterium,  but  not  over  other  strains  of  streptococci.  In  1897 
Bordet*  also  determined  that  antistreptococcic  serum  possesses 
agglutinating  properties,  though  in  a  feeble  degree.  He  found 
that  the  agglutination  of  streptococci  by  preventive  serum  is 
usually  distinct,  but  never  great,  and  that  a  considerable  quantity 
of  serum  is  required  to  bring  it  about,  at  least  one-third  the 
volume  of  a  fluid  culture.  R.  Kraus,*  writing  upon  agglutination, 
refers  to  observations  by  Widal  in  man  which  gave  uncertain  and 
variable  results.  His  own  investigations  in  this  direction  had  not 
been  satisfactory,  and  he  concluded  that  little  is  to  be  expected 
from  serum-diagnosis  in  streptococcus  infections. 

In  1902  Aronson*  made  very  complete  observations  upon  the 
agglutinating  action  of  the  sera  of  horses  which  had  been  immu- 

•  Beceived  for  publication  October  1, 1903.  iArch.  de  Mid.  ejrp4r.,  1897,  9,  835. 
^Ann.  de  Vinst,  Pasteur,  1897, 11, 177.                          3  W'icw.  klin,  Wchnschr.,  1899, 12,  95. 

*  Berl.  klin.  Wchnschr.,  1902,  39,  979-982 ;  1006-1010. 
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nized  against  streptococci.  The  streptococci  employed  in  the 
immunization  and.  in  the  tests  were  rendered  highly  virulent  by 
multiple  passage  through  mice.  He  found  that  the  serum  from 
A  horse  treated  with  a  certain  streptococcus  agglutinated  other 
cultures  of  streptococci  as  well  as  the  homologous  one.  His 
observations  point  to  a  close  relationship  between  all  streptococci. 
Agglutination  was  observed  in  dilutions  of  thirty  times  or  less. 
There  was  no  correspondence  between  agglutination  and  protec- 
tive properties,  and  agglutination  did  not  interfere  with  the  life 
of  the  cocci. 

Shortly  after  Aronson's  publication,  Moser  and  Pirquet* 
reported  observations  in  connection  with  streptococci,  and  espe- 
cially those  coming  from  cases  of  scarlatina.  Their  findings  were 
in  some  particulars  exactly  opposite  to  those  of  Aronson.  From 
their  experiments  they  arrived  at  the  conclusion  that  streptococci 
from  cases  of  scarlatina  are  different  from  those  found  in  other 
human  diseases.  They  tested  the  agglutinating  power  of  human 
sera  upon  a  streptococcus  cultivated  from  the  heart's  blood  of  a 
fatal  case  of  scarlatina  in  a  child,  with  the  following  results: 

1.  Serum  from  cases  of  scarlatina  agglutinates  in  slight  dilu- 
tions in  one-half  the  cases,  the  maximum  dilution  being  1 : 8. 

2.  Serum  of  other  children  agglutinates  but  rarely  (three  out 
of  twenty-eight  examinations),  the  maximum  dilution  being  1 : 4. 

3.  High  agglutinating  sera  of  horses  injected  subcutaneously 
in  human  patients  always  confers  agglutinating  properties  upon 
human  serum  which  are  generally  proportional  to  the  quantity  of 
serum  injected  and  reach  their  highest  point  after  twenty-four  to 
thirty-six  hours. 

They  found  that  normal  horse  serum  agglutinated  strepto- 
cocci from  various  sources,  but  in  moderate  dilutions  only,  1:4 
to  1:64.  The  serum  of  horses  immunized  with  streptococci 
cultivated  from  the  heart's  blood  of  fatal  cases  of  scarlatina, 
and  not  passed  through  animals,  agglutinated  the  same  strep- 
tococci in  very  considerable  dilutions  (1:1,000  to  1:64,000). 
The  same  effects  were  produced  upon  streptococci  cultivated  from 
the  heart's  blood  of  cases  of  scarlatina,  which  were  not  used  in 

a  Wien.  klin.  Wchiuchr.,  1902, 15, 1086. 


Digitized  by 


Google 


Agglutination  of  Streptococci  93 

producing  the  immunity  (1:1,000  to  1:16,000).  Streptococci 
from  other  diseases  were  agglutinated  by  the  same  sera  at  only  a 
little  higher  dilutions  than  by  normal  horse  serum  (1 : 4  to  1 :  250)^ 
and  the  sera  of  horses  immunized  with  these  latter  streptococci 
agglutinated  streptococci  from  cases  of  scarlatina  only  in  the 
same  proportion  as  normal  horse  serum. 

Fritz  Meyer  •  investigated  the  agglutination  of  streptococci  by 
various  antistreptococcic  sera.  He  found  that  streptococci  are 
agglutinated  by  their  corresponding  immune  sera.  By  this  means 
he  undertakes  absolutely  to  differentiate  streptococci  of  anginas 
(scarlatinal,  rheumatic,  simple)  from  those  of  pyogenic  infection. 
He  finds  gradual  differences  in  the  reaction  of  the  anginal  strep- 
tococci which  speak  against  an  identity  among  them. 

Wlassjewski^  studied  the  agglutinating  effects  of  antistrepto- 
coccic serum  (polyvalent),  and  of  human  serum  from  cases  of  puer- 
peral fever,  rheumatism  and  from  healthy  persons.  The  strep- 
tococci employed  were  from  cases  of  scarlatina,  puerperal  fever, 
erysipelas,  phlegmon,  and  dysentery.  He  found  the  polyvalent 
antistreptococcus  serum  agglutinated  all  the  streptococci  employed 
in  the  immunization,  but  some  more  strongly  than  others.  The 
serum  from  puerperal  cases  agglutinated  the  puerperal  strepto- 
cocci at  a  dilution  of  1:400  after  twenty -four  hours  at  37°  C. 
Serum  from  a  case  of  rheumatism  had  no  effect  upon  any  of  the 
cultures.  He  concludes  that  the  reaction  of  agglutination  is 
apparently  specific,  and  may  become  a  useful  means  of  diagnosis 
and  furnish  a  rational  indication  for  the  use  of  antistreptococcus 
serum  in  certain  cases. 

The  agglutinating  action  of  serum  from  cases  of  scarlatina 
upon  scarlatinal  streptococci  has  been  studied  also  by  Salge.*  He 
found  that  streptococci  from  scarlatina  were  agglutinated  by 
scarlatinal  sera  in  dilutions  up  to  1 :  500.  Agglutination  did  not 
occur  with  streptococci  from  other  sources,  nor  with  normal  sera. 
Sera  from  other  streptococcus  diseases  were  not  tested.  He  arrived 
at  the  conclusion  that  a  distinct  biologic  relationship  exists  between 
scarlatinal  streptococci  and  the  serum  of  scarlatinal  patients. 

*  Deutsche  med.  Wchnschr.y  1802,  28,  751. 

^  CentraU).  /.  Bakteriol,,  I.  Abt.,  "  Referate,"  1903,  33,  464.  « Ibid.,  32,  643. 
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Stimulated  by  the  reports  of  Moser  and  Pirquet,  and  Meyer, 
which  appeared  to  indicate  that  varieties  of  streptococci  could  be 
recognized  by  differences  in  the  agglutinating  effects  of  anti- 
streptococcus  sera  upon  them,  Aronson*  undertook  another  series 
of  exhaustive  studies  in  order  to  leam  whether  his  former  results 
were  reliable  or  not.  In  order  that  the  conditions  might  corre- 
spond with  those  in  the  experiments  of  Moser  and  Meyer,  horses 
were  immunized  with  cultures  of  streptococci  cultivated  directly 
from  man  without  passage  through  animals.  The  following  cul- 
tures were  employed  for  separate  horses :  seven  various  scarlatinal 
cultures,  scarlatinal  culture  No.  8,  puerperal  sepsis  No.  1,  puer- 
peral sepsis  No.  2,  articular  rheumatism  No.  1,  articular  rheu- 
matism No.  2,  otitis.  Many  other  streptococci  besides  those 
employed  in  immunizing  the  horses  were  tested  as  to  the  agglu- 
tinating power  of  the  various  horses'  sera  upon  them.  Aronson 
found  that  streptococci  cultivated  directly  from  man  are  more 
readily  agglutinated  than  those  rendered  virulent  by  animal  pas- 
sage. He  also  observed  that  cultures  which  inclined  to  produce 
a  conglomerate  growth  were  more  easily  agglutinated  than  those 
growing  diffusely.  The  conclusion  is  reached  from  his  aggluti- 
nation tests  that  different  groups  of  streptococci  cannot  be  sepa- 
rated by  this  means.  In  his  former  work  he  had  found  that  a 
serum  prepared  by  immunizing  with  streptococci  made  virulent 
for  mice  agglutinated  all  such  virulent  cultures  alike,  but  he  now 
found  that  the  serum  prepared  by  immunizing  with  streptococci 
cultivated  directly  from  man  agglutinated  in  an  entirely  different 
way.  The  reaction  with  the  latter  serum  was  not  obtained  with 
all  streptococci,  nor  with  single  groups,  but  was  an  essentially 
individual  reaction.  It  was  entirely  indifferent  whether  the  test 
culture  originated  from  the  same  human  disease  or  not.  Not 
infrequently  a  readily  agglutinated  culture  was  agglutinated  more 
by  a  serum  prepared  with  a  septic  streptococcus  than  by  one  pre- 
pared with  a  scarlatinal  streptococcus.  The  serum  from  the  horse 
immunized  with  seven  scarlatinal  cultures  agglutinated  all  the 
cultures  employed.  It  agglutinated  one  scarlatinal  streptococcus 
at  a  dilution  of  1 :  20,000,  another  at  1 :  20,  and  a  third  not  at  all. 

»  Deutsche  med.  Wchnschr.,  1903,  29,  439. 
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The  serum  from  the  horse  immunized  with  scarlatinal  culture 
No.  8  agglutinated  the  culture  employed  at  1:4,000,  another 
scarlatinal  culture  at  1:50,  while  the  serum  prepared  with  a 
septic  streptococcus  agglutinated  the  latter  at  1 :  100.  The  septic 
streptococus  No.  1  was  clumped  by  its  homologous  serum  at 
1 : 3,000,  and  not  at  all  by  the  serum  produced  by  septic  strepto- 
coccus No.  2.  Of  the  sera  prepared  from  the  two  streptococci 
from  articular  rheumatism,  each  agglutinated  its  homologous  cul- 
ture, but  not  the  other.  Aronson  concludes  that  in  no  case  can  a 
diflFerentiation  be  made  between  streptococcus  groups  by  the  most 
careful  agglutination  tests.^° 

Early  in  the  year  1903  the  investigations  about  to  be  recorded 
were  undertaken  to  determine  whether  streptococci  from  cases  of 
scarlatina  were  constantly  agglutinated  by  the  sera  of  scarlatinal 
patients,  and,  if  so,  whether  this  was  specific  and  might  be  of 
value  in  the  diagnosis  of  doubtful  cases.  The  technic  employed 
has  not  differed  materially  from  that  of  others  who  have  used  the 
macroscopic  test.  Some  preliminary  tests  were  undertaken  by 
the  microscopic  method,  but  the  results  were  usually  so  uncertain 
that  it  was  abandoned.  Aronson  has  insisted  upon  the  necessity 
of  using  the  macroscopic  method  for  all  non-motile  bacteria  in 
agglutination  tests,  and  our  results  confirm  his  statements. 

The  cultures  used  were  made  in  bouillon  which  was  neutral  to 
litmus  and  1  per  cent,  acid  to  phenolphthalein.  The  growth  in 
such  bouillon  was  usually  uniform.  Each  lot  of  bouillon  before 
being  used  was  tested  with  a  culture  known  to  be  readily  aggluti- 
nated, and  with  a  serum  previously  found  to  agglutinate  the  cul- 
ture;  and  if  agglutination  was  not  obtained,  the  entire  lot  of 

i(^  Since  this  article  went  to  the  printer,  two  noteworthy  communications  bearing  upon 
this  subject  have  appeared.  Nevfeld  (Zeit.  f.  Hyg.  u.  Infc.^  1903,  44,  161)  has  studied 
immunity  and  agierlutination  in  connection  with  streptococci.  He  found,  like  Aronson,  that 
avimlent  streptococci  are  more  readily  agglutinated  than  virulent  ones.  He  also  concludes 
that  no  specificity  of  streptococci  isolated  from  scarlatina  has  been  shown.  Moseb  and 
PiBQtJET  iCerUralbl.  f.  Bakteriol.,  I,  Abt.,  "Originale,"  1908,  24,  560  and  714)  have  elaborated 
the  microscopic  method  of  studying  agglutination  of  streptococci,  and  find  it  as  reliable  as 
the  macroscopic.  Their  results  do  not  show  that  the  sera  of  horses  immunized  against 
streptococci  from  scarlatina  produce  agglutination  of  all  streptococci  cultivated  from  the 
blood  of  cases  of  scarlatina.  They  found  the  blood  serum  from  cases  of  scarlatina  to  agglu- 
tinate a  streptococcus  from  the  blood  of  scarlatina,  but  only  at  low  dilutions,  not  greater 
than  occurred  with  sera  from  other  diseases.  Little  value  attaches  to  these  observations, 
since  only  a  single  culture  was  employed,  and  the  character  of  the  control  cases  is  not  stated 
in  detail. 
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medium  was  discarded.  Sometimes  the  reaction  of  the  bouillon 
appeared  to  be  at  fault,  a  slight  deviation  in  either  direction  being^ 
suflBcient  to  interfere  with  the  agglutination.  If  a  culture  in 
bouillon  was  found  to  be  distinctly  acid  to  litmus,  it  was  not  agglu- 
tinated by  a  serum  which  agglutinated  the  same  streptococcus 
when  grown  in  bouillon  which  remained  neutral  after  twenty -four 
hours.     If  bouillon  contained  a  small  amount  of  sugar,  the  result- 

TABLE  I. 

Showing  that  a  Culture  in  Glucose  Bouillon  Becomes  Agglutinable  when  the 

Aci4  in  It  is  Neutralized. 


Serum  from 
Case  of 

Scarlatina, 
No.  289 


0.004 


0.004 
0.004 
0.004 
0.004 
0.004 
0.004 


Strepto- 

Streptococ- 
cus Culture 

coccus 

Culture 

No,  37. 

^  Solution 

No.  37, 

Grown  in 

Grown  in 

0.23  per  Cent. 
Glucose 

NaHO 

Plain 

Bouillon 

Bouillon 

1 

1 

6.033 

0.066 

0.132 

0.198 

0.264 

0.033 

0.066 

0.132 

0.198 

0.264 

A{pglutina- 
tion  after 
Twenty- 
FourHours 
at  Room 
Tempera- 
ture 


0 

+ 
0 
0 
0 

+ 
+ 

0 
0 
0 
0 
0 
0 
0 


ing  production  of  acid  interfered  with  agglutination.  If  alkali 
was  added  to  such  a  culture  in  varying  quantities,  agglutination 
would  occur  near  the  neutral  point  (Table  I).  The  effects  of  acid 
and  alkali  u[)on  agglutination  are  shown  in  the  accompanying 
tables  (II  and  III).  Cultures  which  grew  conglomerately  were 
not  employed.  It  was  found  that  cultures  which  at  first  grew 
conglomerately  lost  this  property  if  grown  for  several  generations 
in  glucose  bouillon  with  daily  transplantations.  Cultures  which 
at  first  grew  conglomerately  were  better  agglutinated  than  those 
growing  diffusely,  as  pointed  out  by  Aronson. 

The  serum  was  obtained  from  blood  drawn  from  one  of  the 
veins  at  the  elbow  by  means  of  a  Luer  syringe,  all  precautions  to- 
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TABLE  11. 

Showing  the  Efifects  upon  the  Agglutination  of  the  Additions  of  Alkali  and 

Acid. 


Strepto- 

Agglutina- 

coccus 

tion  after 

Seram  from 

Culture 

-rr  Solution 

5j:  Solution 

Twenty- 

Scarlatina 

No.  37, 

20 

FourHours 

Case  292 

Grown  in 

Plain 
Bouillon 

NaHO 

H2SO4 

at  Room 
Tempera- 
ture 

0.008 

0.033 

0 

0.008 

0.016 

0 

0.008 

0.008 

0 

0.008 

0.004 

0 

0.008 

0.002 

- 

0.008 

0.001 

_ 

0.008 

~ 

0.008 

o.ooi 

-     . 

0.008 

0.002 

- 

0.008 

0.004 

H 

- 

0.008 

0.008 

H 

_ 

0.008 

0.016 

- 

- 

0.008 

0.033 

_ 

0.008 

0.066 

0 

0.008 

0.132 

0 

TABLE  III. 

Showing  the  Efifects  upon  the  Agglutination  of  a  Streptococcus  by  a  Normal 
Rabbit's  Serum,  Produced  by  the  Addition  of  Alkali  and  Acid. 


Normal 

Rabbit's 

Serum 


0.125 
0.125 
0.125 
0.125 
0.125 
0.125 
0.126 
0.125 
0.125 
0.125 
0.125 
0.125 
0.125 
0.125 
0.125 


Strepto- 
coccus 
Culture 
No.  45, 

Grown  m 
Plain 

Bouillon 


Sq  Solution 
NaHO 


0.125 
0.062 
0.031 
0.015 
0.007 
0.0035 


2Q  Solution 
Lactic  Acid 


A{?glutina- 
tion  after 

Twenty- 
FourHours 

at  Room 
Tempera- 
ture 


0.0035 

0.007 

0.015 

0.031 

0.062 

0.125 

0.25 

0.50 


0 
0 
0 
0 


0 
0 
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avoid  contamination  being  observed.  The  serum  was  allowed  to 
separate  from  the  clot  in  the  ice-box,  and  when  used,  a  culture 
was  made  from  the  serum  to  insure  its  sterility.  In  making  a 
series  of  tests,  the  serum  was  diluted  with  the  same  bouillon  as 
that  used  for  the  culture.  The  dilutions  of  serum  were  of 
strengths  of  ^,  ^,  |,  etc.  One  part  of  these  various  strengths  of 
serum  was  added  to  30  parts  of  the  twenty-four  hours'  bouillon 
culture.  The  mixtures  of  1  part  of  serum  to  8  parts  of  culture 
were  made  by  means  of  drops  from  pipettes  of  uniform  size. 
The  mixtures  of  serum  and  culture  were  made  in  small  test-tubes, 
each  containing  about  1  c.c.  These  were  kept  at  room  tempera- 
ture for  twenty  to  twenty -four  hours,  and  then  examined.  When 
agglutination  had  taken  place,  the  bacteria  were  collected  at  the 
bottom  of  the  tube,  leaving  the  upper  part  clear,  and  on  shaking 
they  rose  in  the  fluid  in  flakes  and  granules  which  were  not 
broken  up  by  considerable  agitation.  When  there  was  no 
agglutination,  the  bacteria  which  had  settled  to  the  bottom  were 
uniformly  distributed  throughout  the  fluid  on  agitation.  A  con- 
trol of  the  culture  without  any  serum  added  to  it  was  always  kept 
in  the  same-sized  tube  and  in  the  same  quantity  as  the  test 
mixtures;  and  if  this  control  showed  any  conglomeration,  the 
entire  series  was  discarded.  Microscopic  examination  of  the 
clumps  in  the  tubes  exhibiting  agglutination  showed  them  to  be 
made  up  of  closely  j>acked  cocci.  The  chain  arrangement  was 
scarcely  at  all  perceptible  in  these  bunches.  The  rapidity  with 
which  agglutination  appears  is  variable.  It  occurs  more  rapidly 
at  incubator  than  at  room  temperature,  often  being  complete  in 
one  hour,  and  usually  in  three  to  five  hours.  It  was  found  that  a 
corresponding  agglutination  took  place  after  eighteen  to  twenty- 
four  hours  at  room  temperature,  and  this  time  was  followed  in 
our  experiments.  Room  temperature  has  the  advantage  that 
little  growth  of  streptococci  occurs  in  twenty-four  hours.  If  the 
mixtures  are  to  be  placed  in  the  incubator,  it  would  seem  desirable 
to  add  formalin  to  the  culture.  We  have  found  that  1  per  cent, 
formalin  has  no  effect  upon  the  agglutination.  In  part  of  the 
sera  tested  the  highest  dilution  of  serum  which  produced  agglu- 
tination was  determined.     In  others  the  dilutions  were  carried  to 
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some  point  below  the  limit,  lack  of  serum  preventing  further 
determinations. 

In  the  tests  here  recorded  the  following  cultures  of  streptococci 
were  employed: 

1.  Eleven  from  cases  of  scarlatina:  Nos.  11,  27,  28,  and  96  from  the  tonsil, 
No6. 37  and  47  from  the  blood  during  life,  No.  39  from  the  lung  after  death, 
Nos.  40,  45,  and  46  from  the  blood  of  hearty  after  death,  No.  44  from  the 
pericardial  exudate  after  death. 

2.  Two  from  phlegmons,  Nos.  29  and  48. 

3.  One  from  the  blood  of  a  case  of  puerperal  fever  during  life.  No.  31. 

4.  One  from  the  heart's  valve  in  ulcerative  endocarditis. 

5.  One  from  the  peritoneal  exudate  in  perforative  peritonitis. 

6.  One  from  strangles  in  horses. 

7.  One  from  a  rabbit  after  multiple  passages. 

Upon  some  of  these  cultures  the  agglutinating  powers  of  each 
of  the  human  sera  from  the  following  sources  were  tested: 

a)  Twenty-one  cases  of  scarlatina.  These  represented  all  degrees  of 
severity,  and  the  blood  was  drawn  from  the  second  to  the  eighteenth  day. 
Thirty  specimens  of  sera  were  tested,  twenty  being  obtained  during  the  first 
week  of  the  disease. 

b)  Seventeen  cases  of  lobar  pneumonia  (nineteen  sera).  For  these  sera 
I  am  much  indebted  to  Dr.  E.  C.  Rosenow. 

c)  Four  cases  of  erysipelas. 

d)  One  case  of  endocarditis. 

e)  Three  cases  of  measles. 

/)  Six  cases  of  puerperal  fever. 
g)  Two  cases  of  typhoid  fever. 
h)  Four  normal  individuals. 

The  accompanying  table  (IV)  shows  the  agglutinating  action 
observed  with  the  sera  from  cases  of  scarlatina  upon  streptococci 
from  cases  of  scarlatina.  Cultures  28,  37,  45,  46,  and  47  were 
agglutinated  by  each  serum  with  which  they  were  tested,  the 
limit  of  dilutions  at  which  the  agglutination  occurred  varying 
from  1:30  to  1:4,000.  Cultures  27,  39,  40,  and  44  were  not 
agglutinated  by  any  serum  with  which  they  were  tested.  The 
sera  which  had  no  effect  upon  these  latter  cultures  were  always 
tested  upon  Nos.  28  and  37,  and  found  to  be  active  against  them. 
It  was  not  possible  to  demonstrate  any  connection  between  the 
dilution  at  which  agglutination  occurred,  and  the  type  of  the  case 
or  the  time  in  the  disease  when  the  serum  was  drawn. 
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The  agglutinating  effects  of  sera  from  lobar  pneumonia  upon 
cultures  of  streptococci  from  cases  of  scarlatina  is  shown  in  the 
accompanying  table  (V).     It  will  be  observed  that  the  aggluti- 

TABLE  IV 

Showing  the  Agglutination  of  Streptococci  from  Cases  of  Scarlatina  by  the 
Sera  from  Cases  of  Scarlatina 


Streptococci  from  Cases  of  Scarlatina 

11 

27 

28 

96 

87 

39 

40 

44 

45 

46 

47 

, 

p- 

a 

|1 

a 

S 

Sera  from  Cases 

•£ 

1 

^ 

•gu 

% 

^ 

£ 

of  Scarlatina 

^ 

0 

11 

0 

0 

h3 

1 

^ 

S 

1 

s 

SB 

B 

li 

.So 
■2? 

l§ 

Is 

l§ 

1 

1 

0 

'3 
g 

II 

|5 

•5$ 

0  CO 

-5$ 

15 

1l 

H 

H 

H 

H 

n 

•J 

CQ 

;u 

n 

n 

M 

Number  of  sera  tested 

(cases) .... 



6(5) 

2(2) 

22(16) 

3(3) 

22(16) 

5(4) 

3(3) 

2(2) 

2(2) 

5(5) 

2(2) 

Numberof 
sera   with 
which  ag- 
glutination 

1:8 

2 

1:30 
1:60 

"i 

3 

1 

3 

1 

2 

4 

1 

i 

was    ob- 

1:120 

2 

8 

i 

8 

tained  at 
various  di- 

1:240 

6 

3 

1 

lutions 

1:480 
1:1000 
1:2000 
1:4000 

4 

"i 

2 
3 

1 
1 

•• 

Numberof 
sera  with 
which  the 

1:8 

2 

1:30 

1 

1 

limit  of  ag- 

1:60 

i 

2 

i 

1 

i 

glutination 

1:120 

1 

i 

3 

was  deter- 
mined a  t 

1:240 

3 

1 

various  di- 

1:480 

, . 

4 

2 

lutions 

1:1000 
1:2000 
1:4000 

. . 

i 

2 

1 
1 

Numberof 
sera  with 

which   no 
agglutina- 

1 

2 

0 

1 

0 

5 

3 

2 

0 

0 

0 

tion  was 

obtained 

nating  action  of  the  pneumonic  sera  was  but  little  less  than  that 
of  scarlatinal  serum  upon  the  same  cultures. 

Erysipelas  serum  possesses  considerable  agglutinating  power 
over  streptococci  cultivated  from  cases  of  scarlatina,  as  shown  in 
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Table  VI.     One  erysipelas  serum  agglutinated  streptococcus  cul- 
ture 37  at  a  dilution  of  1:12,000,  which  was  higher  than  was 

TABLE  V. 

Showing  the  Agglutination  of  Streptococci  from  Cases  of  Scarlatina  by 
Sera  from  Cases  of  Lobar  Pneumonia. 


Streptococci  from  Cases  of  Scarlatina 

Sera  from  Gases  of  Lobar 
Pneumonia 

11 

H 

27 

H 

28 

36 

H 

87 

m 

he 

3» 

3ao 

40 

III 

Number  of  sera  tested  (cases) 

9(7) 

3(3) 

18(16) 

1(1) 

4(4) 

1(1) 

2(2) 

Number  of  sera 
with  which  ag- 
glutination was 
obtained  at  vari- 
ous dilutions. 

8 

30 

60 

120 

240 

480 

1000 

2000 

3 
3 

4 
2 

"i 

1 
1 

2 

1 

3 

i 

Number  of  sera 
with  which  the 
limit  of  agglu- 
tination was  de- 
termined at  vari- 
ous dilutions. 

•8 
30 
60 
120 
.240 
:480 
•1000 
:2000 

1 

3 
2 

i 

1 

Number  of  sera 
with  which   no 
agglutination 
could     be     ob- 
tained. 

3 

3 

4 

0 

0 

1 

2 

ever  obtained  with  any  other  serum  tested.  The  case  from  which 
this  serum  came  was  very  severe  and  terminated  fatally.  The 
limit  of  dilution  at  which  the  sera  from  cases  of  puerperal  fever 
will  agglutinate  these  streptococci  was  not  determined  in  most 
cases.  The  dilutions  are,  however,  suflBciently  high  to  indicate 
that  agglutinating  power  is  present  in  considerable  degree  (Table 
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VII).  Sera  from  two  cases  of  typhoid  fever  were  tested  upon 
scarlatinal  streptococci.  Both  sera  agglutinated  Culture  47  at 
dilutions  of  1:1,000,  and  Cultures  28,  37,  45,  and  46  at  dilutions 
of  1:30  to  1:120.     Sera  from  three  healthy  persons  were  found 

TABLE  VI. 

Sera  Showing  the  Agglutination  of  Streptococci  from  Scarlatina  by  Sera 
from  Cases  of  Erysipelas. 


Streptococci  from  Cases  of  Scarlatina 

Sera  from  Four  Cases  of 
ErynpeloM 

11 

27 

28 

OR 

1 

96 

37 

III 

39 

40 

III 

Number  of  sera  tested 

1 

1 

4 

1 

3 

2 

1 

Number  of  sera 
with  which  ag- 
glutination was 
obtained  at  vari- 
ous dilutions. 

1:8 

1:30 

1:120 

1:2000 

1:12000 

1 

*i 

2 

;; 

i 

1 
1 

Number  of  sera 
with  which  the 
limit  of  agglu- 
tination was  de- 
termined at  vari- 
ous dilutions. 

1:8 
1:30 
1:2000 
1:12000 

1 

•• 

2 

•  • 

i 

1 

■• 

Number  of  sera 
with  which   no 
agglutination 
could     be     ob- 
tained. 

0 

1 

1 

1 

0 

2 

1 

to  agglutinate  part  of  the  scarlatinal  cultures  at  1:4  to  1:15,  but 
never  higher.  The  sera  from  measles  and  a  case  of  endocarditis 
had  but  feeble  agglutinating  power  over  this  group  of  streptococci. 
The  streptococci  from  other  sources  than  scarlatina  were 
tested  in  a  similar  manner,  and  the  results  may  be  briefly  sum- 
marized as  follows:  Culture  31,  obtained  during  life  from  the 
blood  of  a  woman  with  puerperal  fever,  was  agglutinated  by  two 
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scarlatinal  sera  at  1:30,  by  five  at  1:8,  and  by  two  not  at  all;  by 
one  pneumonic  serum  at  1:120,  by  one  at  1:30,  by  four  at  1:8, 
and  by  eight  not  at  all.  Of  the  four  erysipelas  sera,  one  aggluti- 
nated it  at  1:30,  two  at  1:8,  and  one  not  at  all.     Cultures  30 

TABLE  VII. 
Showing  the  Agglutination  of  Streptococci  from  Cases  of  Scarlatina  by 


the  Sera  from  Cases  of  Puerperal  Fever. 

streptococci  from  Cases  of  Scarlatina 

Sera  from  Six  Cases  of  Puerperal 
Fever 

11 

28 

96 

37 

1^ 

44 

111 

45 

i 

ii 

46 

In 

11 

47 

Number  of  sera  tested  . 

1 

4 

1 

5 

2 

4 

2 

1 

Number  of  9era  with 
which   agglutination 
was  obtained  at  vari- 
ous dilutions. 

1:8 

1:30 

1:60 

1:120 

1:240 

"i 

*i 
i 

i 

i 

i 

1 

;; 

2 

i 

*i 

1 

1 

Number  of  sera  with 
which  the  limit  of  ag- 
qlutinaiion   was   de- 
termined  at   various 
dilutions. 

1:8 
1:30 

i:eo 

1:120 

*  * 

•■ 

•■ 

•  • 

i 

i 

1 

Number  of  sera  with 
which  no  agglutina- 
tion could  be  obtained. 

0 

2 

0 

2 

2 

1 

0 

0 

and  48,  obtained  from  the  pus  of  phlegmous,  were  agglutinated 
by  various  sera  in  a  dilution  of  1:8,  but  not  higher.  The  other 
streptococci  mentioned  in  the  list  were  not  agglutinated  at  all  by 
most  sera,  and  only  with  slight  dilutions  by  a  few. 

Streptococci  which  had  been  agglutinated  by  scarlatinal  and 
erysipelas  sera  were  found  to  be  alive  after  twenty -four  hours. 
It  does  not  follow  from  this,  however,  that  agglutination  is 
dependent  upon  any  vital  action  of  the  streptococci.     Cultures 
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killed  with  1  per  cent,  of  formalin  were  not  altered  in  their  agglu- 
tinable  qualities,  and  cultures  which  had  been  kept  for  two  weeks, 
and  from  which  no  growth  could  be  obtained,  were  agglutinated 
as  readily  as  live  cultures  of  twenty-four  hours'  growth. 


TABLE  VIII 


Streptococ- 
cus Culture 
No.  87  IN  Plain 
Bouillon 

CUB  Culture 

No.  45  IN  Plain 

.Bouillon 

Serum  from 

Puerperal 

Sepsis 

Serum  from 

Scarlatina 

No.  299 

Serum  from 

Scarlatina 

No.  300 

AOQLUTINATION 
AFTBK  24  HoUBB  AT 

Rook  Tehpebatubb 
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4» 
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1 

1^^ 

•§ 
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■§ 
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a 

s|2 

a 

a 

§l2 

p 

h8^ 

p 

m^^ 

P 

B*- 

P 

H^^ 

P 

W*" 

- 

- 

+ 

+ 

t 

- 

: 

+ 

+ 

t 

- 

- 

+ 

++ 

- 

- 

+ 

+ 

^ 

- 

+ 

0 

- 

- 

+ 

0 

- 

+ 

0 

- 

+ 

0 

- 

+ 

0 

- 

+ 

0 

+ 

+ 

+ 

+ 

+ 

0 

+ 

+ 

+ 

t 

:: 

+ 

+ 

t 

~\ 

- 

+ 

0 

- 

- 

+ 

0 

- 

- 

+ 

0 

- 

- 

+ 

0 

- 

- 

+ 

0 

- 

- 

+ 

0 

In  all  the  tests  the  serum  was  in  a  dilution  of  1 :  90.  In  all  except  the 
last  column  of  the  table  the  +  is  used  to  denote  the  composition  of  the  test 
mixtures.  In  the  last  column  are  shown  the  presence  or  absence  of  agglu- 
tination in  mixtures  of  unheated  and  heated  cultures  with  unheated  and 
heated  sera. 

The  experiments  in  the  adjacent  table  (VIII)  were  made  to 
determine  the  eflFects  of  heat  upon  the  substances  concerned  in 
the  agglutination  reaction.  It  will  be  observed  that  cultures 
heated  to  60-62°  C.  for  one  hour  were  no  longer  agglutinated. 
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Two  of  the  sera  lost  their  power  of  bringing  about  agglutinatijon 
after  being  subjected  to  a  temperature  of  00-62°  C.  for  one  hour. 
One  of  the  sera  was  still  able  to  agglutinate  one  of  the  cultures, 
but  in  a  reduced  degree.  These  experiments  show  that  strepto- 
cocci possess  a  labile,  functional  substance  which  is  readily 
destroyed  by  heat,  as  has  been  shown  to  be  the  case  in  typhoid 
bacilli.  A  second,  more  resisting  substance,  such  as  has  been 
found  in  typhoid  bacilli  by  Joos,*^  does  not  appear  to  be  present. 
They  also  show  that  the  substances  in  agglutinating  serum  which 
are  essential  for  the  production  of  visible  agglutination  are  readily 
destroyed  by  heat.  Posselt  and  Sagasser"  have  shown  by  specific 
absorption  experiments  that  in  the  process  of  immunization  with 
typhoid,  coli,  dysentery,  and  cholera  bacteria  the  Hauptagglutinin 
is  not  only  increased  as  the  immunization  progresses,  but  that  also 
the  Nebenagglutinine  are  increased ;  and  while  the  dilution  at 
which  the  injected  organism  is  agglutinated  is  increased,  there  is 
also  an  increased  agglutinating  action  upon  the  related  bacteria. 
The  tests  upon  the  agglutinating  eflFect  of  typhoid  serum  upon 
streptococci  which  have  been  referred  to,  while  few  in  number, 
seem  to  indicate  that  in  a  similar  manner  substances  which  agglu- 
tinate streptococci  are  formed  during  typhoid  fever.  This  is  the 
more  surprising  as  there  is  no  intimate  biologic  relationship 
between  the  organisms  concerned. 

The  results  obtained  by  Aronson  when  he  tested  the  aggluti- 
nating properties  of  immune  sera  produced  by  injecting  strepto- 
■cocci  grown  directly  from  man  correspond  very  closely  to  the 
results  here  recorded  where  human  sera  have  been  employed. 

In  looking  for  an  explanation  for  the  different  results  obtained 
by  various  observers,  several  factors  suggest  themselves  as  perhaps 
able  to  account  for  them  in  part  at  least.  In  Salge's  experi- 
ments" conclusions  are  drawn  from  the  results  of  tests  with 
scarlatinal  serum  only,  and  without  the  essential  controls.  Aron- 
son has  pointed  out  that  trikresol  soon  destroys  the  agglutinating 
properties  of  antistreptococcic  sera,  and  so  the  value  of  many 
comparisons  ^of  the  relative  agglutinating  power  of  different  anti- 

^^Centram.f.  BakterioL,  I  Abt.,  "Originale,"  1908,  83,  762. 

H  Wien.  klin.  WchMchr.,  1908, 17,  691.  12  Loc.  ciU 
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streptococcic  sera  is  destroyed.  As  has  been  pointed  out,  slight 
variations  in  the  composition  and  reaction  of  the  culture  medium 
may  exert  a  marked  effect  upon  the  reaction. 

CONCLUSIONS. 

1.  Of  streptococci  cultivated  from  cases  of  scarlatina,  some  are 
agglutinated  by  almost  all  scarlatinal  sera,  but  at  dilutions  varying 
from  1 :  60  to  1 : 4,000;  others  are  agglutinated  by  the  same  sera 
with  less  constancy  and  at  lower  dilutions,  and  many  are  not 
agglutinated  at  all. 

2.  Streptococci  cultivated  from  cases  of  scarlatina  are  agglu- 
tinated by  sera  from  cases  of  lobar  pneumonia  and  erysipelas  at 
about  the  same  dilutions  as  by  scarlatinal  sera,  and  in  the  case  of 
erysipelas  at  even  higher  dilutions. 

3.  The  same  appears  to  be  true  of  typhoid-fever  serum,  so  far 
as  limited  tests  indicate,  and  to  almost  the  same  extent  of  puer- 
peral-fever serum. 

4.  The  agglutination  reaction  between  the  streptococci  culti- 
vated from  cases  of  scarlatina  and  the  serum  from  cases  of  scarlet 
fever  is  in  no  way  specific,  and  cannot  be  of  any  value  as  a  means 
of  diagnosis. 

5.  The  effects  here  shown  to  be  produced  upon  the  aggluti- 
nating and  agglutinable  substances  by  heat,  and  the  marked  varia- 
tions dependent  upon  slight  alterations  of  reaction,  serve  to 
emphasize  the  importance  of  very  exact  methods  in  the  study  of 
agglutination  phenomena  in  connection  with  streptococci,  as  well 
as  with  bacteria  in  general. 
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THE  EFFECTS  ON  STREPTOCOCCI  OF  SERA  OF 
COLD-BLOODED  ANIMALS.* 

GUSTAV   F.    KUBDIOEB, 
Assistant  in  the  Memorial  Institute  for  Infectious  Diseases,  Chicago. 

{From  the  Laboratory  of  the  27.  8.  FUh  CommtMton  and  the  Marine  Biological  Laboratory^ 

Wood'9  Hole^  Mass,) 

The  bacteriological  investigations  of  scarlet  fever  have  shown 
that  streptococci  practically  always  are  associated  with  many  of 
the  severe  complications  of  this  disease,  and  that  these  organisms 
can  be  isolated  from  the  internal  organs  and  bone  marrow  of  a 
large  percentage  of  the  fatal  cases.  These  organisms  can  also  be 
isolated  from  the  blood,  during  life,  in  a  small  percentage  of  cases, 
as  was  shown  by  Hektoen,  Lemoine,  Slawyk,  and  others.  Although 
it  cannot  be  claimed  that  these  investigations  have  shown  that 
scarlatina  is  a  streptococcus  disease,  there  can  be  no  doubt  but 
that  the  complications  and  mortality  of  this  disease  would  be 
greatly  reduced  if  we  were  able  to  cope  successfully  with  the 
secondary  streptococcus  infections. 

Exhaustive  studies  of  streptococcus  infections  are  especially 
indicated  in  view  of  the  fact  that  at  present  but  little  is  definitely 
known  about  the  finer  mechanisms  of  these  infections.  Normal 
human  serum  is  strongly  bactericidal,  in  vitro ^  for  some  patho- 
genic bacteria,  as  B.  typhosus  and  B.  dysenterise.  The  all- 
important  question  here  is  :  What  brings  about  the  conditions 
which  permit  these  organisms  to  multiply  in  the  body  and  pro- 
duce their  respective  disease  ?  Streptococci,  on  the  other  hand, 
multiply  very  rapidly  in  normal  human  serum  and  in  scarlatinal 
serum,  as  was  shown  by  Dr.  Weaver  and  myself.*  This  would 
seem  to  indicate  that  the  body  finds  no  protection  against  strep- 
tococci in  the  serum  alone,  but  that  the  struggle  between  the  body 
and  these  organisms  must  be  looked  for  elsewhere  than  in  the 
blood  serum.     Denys  and  LeClef,*  Bordet,'^  and  Marchand*  have 

*  Received  for  publication  October  15, 1903. 

1  Trans,  Chicago  Path,  Soc,y  1903,  5,  285;  Medicine,  July,  1903. 

»  La  Cellule,  18»,  11, 1T7.  3  a  nn.  de  VInstitut  Pasteur,  1897, 11, 177. 

*  Arch,  de  Mid,  expir,,  1896, 10,  253. 
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endeavored  to  show  that  this  struggle  falls  entirely  upon  the 
phagocytes — a  view  that  has  not  been  very  widely  accepted, 
although  it  has  many  points  in  its  favor.  In  other  diseases,  as 
for  instance,  diphtheria,  antitoxins  can  be  demonstrated  in  the 
blood  serum  of  convalescents,  but  according  to  Neufeld,*  no  such 
antibodies  can  be  detected  in  the  serum  of  convalescents  from 
streptococcus  infections.  And  the  investigations  of  Dr.  Weaver 
appear  to  show  that  as  yet  but  little  faith  can  be  placed  upon  the 
significance  of  the  agglutinative  reactions  of  streptococci  with  the 
flerum  of  scarlatinal  and  other  patients. 

One  of  the  most  interesting  developments  in  the  recent  study 
of  streptococci  is  the  discovery  by  Besredka  of  streptocolysin,  a 
special  hemolysin  produced  by  virulent  streptococci  when  grown 
in  heated  rabbit  serum.  I  have  shown  that  this  lysin  is  composed 
of  a  haptophore  and  a  toxophore  group,  which  are  firmly  linked 
together.'  The  haptophore  group  may  be  neutralized  with  chicken 
serum,  and  the  toxophore  group  can  be  destroyed  with  traces  of 
zinc  chloride  or  zinc  sulphate.  The  filtrates  of  virulent  strepto- 
cocci in  heated  serum  were  found  to  be  toxic  for  rabbits.  The 
organs  (especially  the  spleen)  of  a  rabbit  which  has  died  from  the 
effects  of  an  injection  with  these  filtrates  give  a  strong  reaction 
for  hemosiderin,  which  would  indicate  that  hemolysis  has  taken 
place  during  life.  These  results  suggest  that  further  insight  into 
the  pathogenic  action  of  streptococci  may  be  obtained  by  the 
minute  study  of  the  substances  they  produce. 

Since  human  serum  and  the  sera  of  most  warm-blooded  animals 
are  not  bacteriolytic  for  streptococci,  it  would  be  interesting  to 
determine  whether  there  are  any  sera  among  the  cold-blooded 
animals  which  are  destructive  for  these  organisms.  This  work 
was  undertaken  at  Wood's  Hole  with  that  object  in  view,  but  also 
bearing  in  mind  the  possibility  of  producing  in  some  of  these 
animals  an  anti-streptococcic  serum  of  greater  therapeutic  value 
than  are  those  so  far  obtained  from  the  horse. 

The  sera  of  twenty  species  were  tested  on  several  strains  of 
streptococci,  by  the  usual  plate  method.  The  blood  was  obtained 
directly  from  the  heart  by  means  of  a  sterile  pipette,  allowed  to 

6  J.  Am,  Med,  Aaa,,  1903,  41, 962.  *  Deuttche  med.  Wchnachr,,  1897,  23, 162. 
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clot,  and  the  clear  serum  which  exuded  was  used  within  three 
to  five  hours  after  killing  the  animal.  One  c.c.  of  serum  was 
introduced  into  each  of  several  small  tubes,  inoculated  with 
streptococci,  and  glucose  agar  plates  made  at  intervals.  The 
tubes  were  kept  in  the  incubator  at  35°  C.  The  counts  of  the 
colonies,  which  were  made  in   about  thirty  hours,  showed  that 

TABLE  I. 
The  Growth  of  Streptococci  in  the  Sera  of  Various  Cold-Blooded  Animals. 


strepto- 
cocci 

Sera 

Immediately 

Two  Hours 

Five  Hours 

Twenty-Four 
Hours 

270 

Butterfish 

500 

1,500 

10,000 

30,000 

244 

Dogfish 

2,400 

2,500 

3,500 

2.500 

270 

Conger  eel 

2,500 

5,000 

10,000 

244 

Flounder 

100 

SCO 

1,900 

5,000 

270 

Mackerel 

1,300 

1,300 

5,000 

oo» 

244 

Butterfly  ray 

4,200 

5,000 

OD 

B104 

Sting  ray 
Sana  shark 

5,000 

5,000 

00 

244 

1,400 

6,000 

10,000 

270 

Dusky  shark 

150 

•     . . 

2,000 

6,000 

244 

Scup 

600 

1,200 

800 

8.000 

244 

Common  skate 

2,000 

2,400 

4,500 

10,000 

270 

Squetrague 

1,000 

2,000 

8,000 

OD 

270 

Common  squid 

200 

1,000 

00 

270 

Sturgeon 

400 

90O 

4.000 

15,000 

270 

Lobster 

3,000 

5,000 

10,000 

3,000 

244 

King  crab 
Spider  crab 

13,000 

19,000 

800 

244 

900 

10.000 

oo 

Sources  of  streptococci :  No.  244  from  blood,  during  life,  in  puerperal 
sepsis;  No.  270  from  blood  during  life,  in  scarlet  fever;  No.  B104  from  an 
abscess  in  a  guinea  pig  which  had  been  injected  with  a  fungus. 

the  streptococci  multiplied  rapidly  in  most  of   the  sera,  as  is 
shown  by  Table  I. 

The  sera  of  several  species  of  turtles,  however,  showed  a  very 
different  behavior  toward  the  streptococci  than  did  the  sera  of  the 
other  animals.  In  these  sera  the  organisms  did  not  multiply,  but 
their  number  decreased  very  markedly  during  the  first  five  hours, 
as  shown  by  Table  II.  In  no  instance  was  I  able  to  get  entirely 
sterile  plates  in  twenty-four  hours,  although  in  several  experiments 
the  number  of  colonies  dropped  from  several  thousand  to  less 
than  one  hundred.     Control  tubes  were  always  made,  and  the 

I  8  stands  for  very  many. 
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results  noted  only  when  the  controls  remained  sterile.  There 
was  one  strain  of  streptococci  (No.  244)  which  multiplied  in 
all  sera,  although  less  rapidly  in  those  of  turtles  than  in  those 
of   the   other   animals.     If  the   serum   was   heated   to   54*'   C, 

TABLE  II. 

The  Growth  of  Streptococci  In  the  Sera  of  Turtles. 


Strepto- 
cocci 

Sera 

Immediately 

Five  Hours 

Twenty-Four 
Hours 

B104 

Speckled  turtle 

2,400 

450 

J'^ 

270 

Speckled  turtle 

2,700 

900 

1,500 

244 

Speckled  turtle 

2.500 

3,000 

4,000 

B104 

Speckled  turtle  (heated) 

1,800 

15,000 

OD 

300 

Painted  turtle 

3,400 

480 

1,800 

B104 

Painted  turtle 

2,000 

400 

1,200 

244 

Painted  turtle  . 

6,000 

10,000 

10,000 

300 

Painted  turtle  (heated) 

2,500 

OD 

00 

B104 

Yellow-bellied  terrapin 

9,000 

3.000 

480 

270 

Yellow-bellied  terrapin 

5,000 

1,900 

560 

244 

Yellow-bellied  terrapin 

2,300 

4,500 

2,800 

300 

Yellow-bellied  terrapin 

13,000 

2,800 

475 

300 

Yellow  bellied  ter.  (heated) 

10,000 

60,000 

00 

300 

Heated  serum  -}-0'2  normal 

turtle  serum 

1,600 

1,100 

600 

300 

Bouillon  4-0.2  normal 

turtle  serum 

1,700 

850 

8,000 

300 

Human  serum 

3,.300 

25,000 

OD 

.      300 

Human  serum  4-0.2  turtle 

serum 

2,100 

1,600 

20.000 

300 

Heated  human  serum  +0.2 

turtle  serum 

1.800 

1,000 

8,000 

Sources  of  streptococci:  No.  244  from  blood,  during  life,  in  puerperal 
sepsis;  No.  270  from  blood,  during  life,  in  scarlet  fever;  No.  300  from  heart's 
blood  of  scarlet-fever  patient,  post-mortem;  No.  B104  from  an  abscess  in  a 
guinea  pig  which  had  been  injected  with  a  fungus. 

there  was  a  rapid  multiplication  of  all  the  organisms  from  the 
start.  Heated  serum  can  be  reactivated  by  adding  0.2  c.c.  of 
normal  serum  to  1  c.c.  of  heated  serum.  This  does  not  appear 
to  be  a  true  reactivation,  however,  because  nearly  the  same  effect 
can  be  obtained  by  using  bouillon  instead  of  heated  serum,  as 
shown  by  Table  II. 

Several  attempts  were  made  to  reactivate  heated  turtle  serum 
with  other  sera,  but  these  attempts  all  failed.    Attempts  to  activate 
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human  serum  with  small  quantities  of  turtle  serum  gave  no  better 
results  than  when  bouillon  was  used  instead  of  human  serum.  In 
summing  up,  we  can  say  that  streptococci  multiply  rapidly  in  the 
blood  sera  of  most  cold-blooded  animals.  Turtle  serum  has  con- 
siderable bacteriolytic  power  over  these  organisms,  and  it  would 
seem  that  this  property  is  connected  with  the  presence  of  a 
special  complement. 
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THE  ACTION  OF  CERTAIN  SALTS  ON  THE  COMPLE- 

MENT  IN  IMMUNE  SERUM.* 

Wilfred  H.  Man  waring. 

(From  the  Pathological  Laboratory  of  the  University  of  Chicago.) 

In  a  recent  article  *  Dr.  Hektoen  has  pointed  out  that  certain 
salts  possess  the  property  of  suspending  the  hemolytic  action  of 
normal  human  serum  on  rabbit's  corpuscles  and  its  bacteriolytic 
action  on  typhoid  bacilli.  He  has  further  shown  that  this  sus- 
pension is  probably  due  to  the  action  of  certain  products  of  the 
ionization  of  these  salts  on  the  complement  in  the  serum.  At  hi& 
suggestion,  I  have  undertaken  to  determine  whether  or  not  a 
similar  suspension  takes  place  in  an  artificially  immunized  serum, 
and,  if  so,  to  inquire  somewhat  further  into  the  chemistry  of  the 
process. 

The  work  forming  the  basis  for  this  report  was  done  at  the 
University  of  Chicago  during  the  summer  of  1903.  Limitations 
in  time  have  necessarily  left  it  incomplete  in  many  of  its  phases, 
but  enough  has  been  accomplished  to  show  that  there  is  the  pos- 
sibility of  much  valuable — and  perhaps  practical — information 
coming  from   a  further  pursuance  of  this  line  of  investigation. 

Material  and  aj)paratus, — The  serum  used  for  the  study  was 
obtained  by  immunizing  a  goat  against  dog's  corpuscles,  by  weekly 
intraperitoneal  injections  of  defibrinated  dog's  blood.  One  week 
after  the  third  injection  the  serum  was  strongly  hemolytic  to  dog's 
corpuscles.  A  record  of  the  injections  and  hemolytic  powers  is 
shown  in  Table  I. 

To  obtain  the  serum,  blood  was  drawn  from  the  jugular  vein 
of  the  goat  by  means  of  the  apparatus  described  by  Portis  on  p. 
129  of  this  issue.  The  blood  was  allowed  to  coagulate,  and  was 
then  put  in  a  refrigerator  till  the  serum  separated.  This  usually 
took  place  in  about  two  hours.  The  serum  thus  obtained  was 
generally   perfectly   clear.     The  few  corpuscles  that  sometimes 

*  Received  for  publication  November  3, 1903. 
1  Trans,  of  the  Chi.  Path.  Soc.,  1908,  5,  303-309. 
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remained  in  it  were  removed  by  centrifugation.     The  dog's  blood 

was  drawn  in  a  somewhat  similar  apparatus,  was  defibrinated  by 

beating  it  with  a  sterile  glass  rod,  and  placed  in  a  refrigerator  till 

used.     In  drawing  blood,  of  course,  every  aseptic  precaution  was 

taken. 

TABLE  I. 

Record  of  Injections  and  Hemolytic  Power  of  Serum. 


Injections 

Hemolytic  PowbsS 

Datb 

Remasks 

Unwashed 

Washed 

Corpuscles 

Corpuscles 

1903 

June  dO 

20  c.c.  dog's  blood 

o-W 

July  6 

25  c.c.  dog's  blood 

6 

, , 

13 

30  C.C.  dog's  blood 

25 

, , 

20 

35  C.C.  dog's  blood 
20  C.C.  dog's  blood 

95 

, , 

Marked  agglutination 

August  3 

55j« 

17.... 

20  C.C.  dog's  blood 

55 

24... 

ioo 

60 

Unstable  c'mplem'nt' 

29.... 

30  C.C.  dog's  blood 

September?. 

57 

Compl't  again  stable 

During  the  earlier  experiments  considerable  difficulty  was 
experienced  in  handling  the  dog's  corpuscles.  These  are  very 
delicate,  and  often  broke  up  spontaneously  in  physiological  saline. 
To  avoid  this  the  following  precautions  were  afterward  taken: 

1.  Blood  was  taken  when  possible  only  from  strong,  robust 
dogs,  apparently  in  good  health  and  spirits. 

2.  Blood  was  drawn  in  much  larger  quantities  than  needed  for 
the  experiments.  It  was  found  that  larger  quantities  could  be 
defibrinated  with  greater  ease  and  apparently  with  less  harm  to 
the  corpuscles. 

3.  The  corpuscles  were  allowed  to  stand  for  an  hour  before 
being  separated  from  the  serum.     This  was  for  the  purpose  of 

3  Measured  according  to  the  scale  proposed  by  W^enbtband  and  described  by  him  in  the 
Trans,  of  the  Chi.  Path.  Soc.,  1903,  5,  288-208. 

3  Serum  drawn  on  the  afternoon  of  August  17  gAve^  the  next  morning,  55  per  cent, 
hemolysis  with  washed  corpuscles  and  20  per  cent,  hemolysis  after  it  had  been  standing  in 
the  refrigerator  for  four  days.  Serum  drawn  August  24,  August  26,  and  August  29  almost 
completely  lost  its  hemolytic  power  for  washed  corpuscles  in  twenty-four  hours,  and  com- 
pletely lost  it  in  two  days.  The  hemolytic  power  for  unwashed  corpuscles,  however, 
remained  intact,  showing  that  the  loss  was  probably  due  to  a  rapid  degeneration  of  the 
complement,  the  dog's  complement  being  capable  of  reactivating  the  serum.  A  week  later 
the  normal  keeping  quality  of  the  serum  had  returned.  No  reason  could  be  found,  either  in 
technic  or  care  of  animal,  to  account  for  this  temporary  instability  of  the  complement. 
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allowing  the  bactericidal  substances  in  the  serum  time  to  act  on 
any  possible  contaminating  organisms. 

4.  In  handling  the  corpuscles,  all  unnecessary  shaking,  stir- 
ring, etc.,  was  avoided.  It  was  found  that  rough  treatment  read- 
ily broke  up  the  corpuscles. 

5.  The  blood  was  generally  used  within  two  hours  of  its  time  of 
withdrawal,  never  later  than  three  hours. 

With  these  precautions  it  was  found  possible  to  keep  dog's 
corpuscles  in  physiological  saline  for  several  days  without  more 
than  a  slight  yellow  tint  appearing  in  the  supernatant  liquid,  a 
tint  that  is  recorded  in  subsequent  experiments  as  0+  per  cent, 
hemolysis. 

The  salt  solutions  used  in  the  investigation  were  all  of  the 
same  concentration,  one-eighth  gram  molecular  {j) .  They  were 
made  from  chemically  pure  salts  and  water  redistilled  from  glass. 
Before  being  used  the  solutions  were  sterilized  in  an  autoclave 
(115 °C.  for  seven  minutes),  care  being  taken  to  make  the  neces- 
sary evaporation  as  small  as  possible  and  uniform  for  the  various 
solutions.  All  glassware  used  in  the  work  was  rendered  chemi- 
cally clean  by  a  long  treatment  with  alkali,  acid,  and  distilled 
water,  was  thoroughly  dried,  plugged  with  absorbent  cotton,  and 
sterilized  by  dry  heat  (140°C.  for  one  hour). 

Method, — To  test  the  effect  of  a  salt  solution  on  the  hemolytic 
power  of  the  serum,  varying  amounts  of  the  solution  were  meas- 
ured out  into  small  test-tubes  (3  c.c),  enough  physiological  saline 
added  to  make  the  volumes  up  to  a  uniform  amount  (1.0  c.c),  and 
a  given  quantity  of  the  serum  (0.2  c.c.)  added  to  each.  The 
strictest  aseptic  technic  was,  of  course,  employed.  The  resulting 
mixtures  were  thoroughly  shaken  and  allowed  to  stand  for  an 
hour  to  permit  a  thorough  interaction  of  the  salt  and  serum.  A 
uniform  amount  (0.5  c.c.)  of  a  20  per  cent.*  suspension  of  washed 
dog's  corpuscles  was  then  added  to  each  mixture  and  the  tubes 
incubated  at  37.5°C.  for  two  hours.  They  were  then  placed  in  a 
refrigerator,  and  about  fifteen  hours  later  the  amount  of  hemolysis 
estimated  from  the  depth  of  color  in  the  clear  liquid  above  the 
settled  corpuscles. 

*  Fivo  times  the  original  volume  of  blood. 
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With  the  serum  used  agglutination  was  so  prompt  that,  if 
measures  had  not  been  taken  to  avoid  it,  the  corpuscles  would 
have  been  clumped  in  a  few  minutes  at  the  bottom  of  the  tubes, 
and  thus,  to  a  certain  extent,  removed  from  the  action  of  the 
serum.  To  prevent  this,  the  test-tubes  in  the  earlier  experiments 
were  sealed  with  sterile  paraffin  and  placed  on  their  sides,  so  that 
the  corpuscles  might  agglutinate  along  the  length  of  the  tubes,  in 
a  form  more  accessible  to  chemical  action.  In  the  later  experi- 
ments a  rack  was  used  in  which  the  tubes  could  be  placed  in  a 
nearly  horizontal  position,  without  sealing.  After  incubation  the 
tubes  were  placed  in  an  upright  position. 

In  order  to  estimate  the  amount  of  hemolysis,  a  color  scale  was 
prepared  in  each  experiment  by  laking  the  corpuscles  used  in  that 
experiment  in  distilled  water,  in  such  proportions  that  100  per 
cent,  on  the  scale  meant  a  complete  solution  of  all  the  corpuscles 
in  each  test-tube. 

Effects  of  salts  oii  corpuscles. — According  to  the  above  method, 
the  corpuscles  were  submitted,  not  only  to  the  action  of  the  modi- 
fied serum,  but  to  the  action  of  the  salt  solutions  as  well.  It  was 
necessary,  therefore,  to  know  the  hemolytic  powers  of  the  salt 


TABLE  II. 

Efifect  of  Salt  Solutions  on  Dog's  Corpuscles. 

(Recorded  amounts  of  salt  solntion  made  up  to  1.2  c.c.  with  physiological  saline;  0.5  c.c. 
of  a  20  per  cent,  suspension  of  washed  dog's  corpuscles  added;  incubated  for  two  hours, 
refrigerator  fifteen  hours.    Record  shows  percentage  of  hemolysis.) 
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solutions  alone,  before  attempting  to  judge  their  effects  on  the 
hemolytic  powers  of  the  serum.  To  determine  this,  corpuscles 
were  exposed  to  the  action  of  the  salt  solutions,  the  tubes  containing 
them  incubated  for  two  hours,  placed  in  a  refrigerator,  and  the 
percentage  of  hemolysis  estimated  colorometrically  fifteen  hours 
later,  exactly  as  in  the  subsequent  serum  experiments.  The 
results  of  a  number  of  such  experiments  are  shown  in  Table  II. 
From  this  it  is  seen  that,  under  the  conditions  of  the  experiment, 
BaClg,  Na,CgO„  Na^SO^,  Na^CgH^O,,  Nal,  and  NaNOj  are 
practically  without  hemolytic  effect  on  dog's  corpuscles ;  that  KCl 
and  MgClj  produce  slight  hemolysis;  and  that  CaClg,  NH^Cl, 
Nag  CO  3,  and  NagP04,  have  strong  hemolytic  powers. 

Effects  of  salts  on  serum. — Experiments  were  now  undertaken 
to  determine  the  effects  of  these  solutions  on  the  hemolytic  powers 

TABLE  III. 

Effect  of  Salt  Solutions  on  the  Hemolytic  Action  of  Immune  Serum. 

(Recorded  amounts  of  salt  solution  made  up  to  1.0  c.c.  with  physiological  saline,  0.2  c.c. 
of  hemolytic  serum  added,  and  the  mixture  allowed  to  act  on  0.5  c.c.  of  a  20  per  cent,  sus- 
pension of  washed  dog's  corpuscles ;  incubated  for  two  hours,  refrigerator  fifteen  hours. 
Becord  shows  percentage  of  hemolysis.) 
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of  the  serum.  The  salt  solutions  and  serum  were  mixed  in  varying 
proportions  and  the  mixture  allowed  to  act  on  corpuscles  in  the 
manner  described  above.  The  results  are  recorded  in  Table  III. 
From  this  table  it  is  seen  that  CaClg,  BaClg,  and  NajCg04 
possess    the   property    of   rapidly   destroying  or  inhibiting   the 
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hemolytic  powers  of  the  serum — a  property  that  is  possessed  also 
by  Nag  SO 4,  MgClg,  and  NagCgH^O^,  though  to  a  less  degree. 
As  to  the  action  of  NagCOg  and  Na3P04  no  conclusion  can  be 
drawn,  as  these  salts  in  themselves  are  such  powerful  hemolytic 
agents.  KCl  and  NH4CI  are  probably  without  eflPect  on  the 
hemolytic  power,  as  the  percentage  of  hemolysis  obtained  with 
each  mixture  is,  within  the  limits  of  error  in  such  experiments, 
approximately  equal  to  that  of  the  serum  itself  plus  that  of  the 
salt  solution.  Experiments  with  Nal  and  NaNOg  were  contra- 
dictory, one  series  showing  a  slight  suspension  in  hemolytic  power, 
another  a  slight  increase.  The  recorded  results  are  the  averages 
of  two  such  contradictory  series. 

Having  thus  determined  that  certain  salts  have  the  power  of  sus- 
pending the  hemolytic  action  of  the  serum,  the  inquiry  was  next 
directed  to  the  manner  in  which  they  bring  about  this  result.  It 
is  evident  that  there  are  four  ways  in  which  they  might  do  this: 
(a)  they  might  alter  the  blood  corpuscle,  physically  or  chemically,  in 
such  a  way  as  to  render  it  insusceptible  to  the  hemolytic  action  of  the 
serum ;  (6)  they  might  destroy  the  hemolytic  amboceptor,  or  alter 
it  chemically  in  such  a  way  as  to  prevent  its  union  with  the 
corpuscle  or  with  the  complement,  or  otherwise  destroy  its 
efficiency  in  hemolytic  action ;  (c)  they  might  destroy  the  hemo- 
lytic complement,  or  alter  it  chemically  in  such  a  way  as  to  pre- 
vent its  union  with  the  amboceptor  or  otherwise  destroy  its 
efficiency ;  and  (d)  it  is  even  conceivable  that  they  might  prevent 
hemolysis  by  some  purely  physical  action,  unassociated  with 
chemical  changes  in  either  complement  or  amboceptor.  Experi- 
ments were  undertaken  to  test  each  of  these  possibilities. 

a)  Do  the  salts  render  the  blood  corpuscles  insusceptible  to 
the  hemolytic  action  of  the  serum?  To  test  this,  washed  cor- 
puscles were  exposed  to  the  action  of  the  various  salt  solutions 
for  a  couple  of  hours,  were  then  separated  from  the  solutions  by 
centrifugation,  suspended  in  physiological  saline,  and  submitted 
to  the  action  of  the  serum.  The  results  are  shown  in  Table  IV. 
From  this  it  is  seen  that  corpuscles  treated  with  the  various  salts 
gave  practically  the  same  amount  of  hemolysis  as  untreated  cor- 
puscles.    Unless  it  is  conceivable  that  the  process  of  centrifuga- 
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tion  and  subsequent  suspension  in  physiological  saline  might 
undo  the  action  of  these  salts — a  conception  that  further  experi- 
ments proves  to  be  without  foundation  —  it  follows  from  this  that 
the  prevention  of  hemolysis  by  these  solutions  is  not  due  to  altera- 
tions produced  by  them  in  the  blood  corpuscles. 

TABLE  IV. 

The  Eflfect  of    Salt  Solutions  on  the  Hemolytic  Susceptibility  of    Dog's 

Corpuscles. 

(0.5  c.c.  of  a  20  per  cent,  suspension  of  do^'s  corpuscles  &  exposed  to  the  action  ef 
recorded  amounts  of  salt  solution  for  two  hours;  corpuscles  then  separated  by  centrifuga- 
tion  and  submitted  to  the  action  of  0.2  c.c.  of  hemolytic  serum.  Record  shows  percenta^re 
of  hemolysis.) 


Subsequent  Hemolysis 

Reading  1 

Reading  2 

Average 

0.5  c.c.  J  CaClg-|-0.5c.c.  physiol.  saline. 
0.5  c.c.  J  BaCl,-|-0.5  c.c.  physiol.  saline. 
0.5  C.C.  J  Na,C,O4+0.5c.c.  phy.  saline. 
1.0  C.C.  J  Na.SO* 

5d% 

55- 

50 

55 

55 

50 

50- 

505^ 

55- 

55 

50 

60+ 

50 

55 

52.5jr 
55- 
52.5 
52.5 

1.0  C.C.  ?  MgCl. 

58 

1.0  c.c.  -  Na,C,H40e 

50 

Untreated  corpuscles 

52 

b)  Do  the  solutions  destroy  the  hemolytic  amboceptor,  or  alter 
it  chemically  in  such  a  way  as  to  prevent  its  union  with  the  cor- 
puscle or  with  the  complement,  or  otherwise  destroy  its  eflSciency 
in  hemolytic  action?  To  answer  this,  hemolytic  serum  was  mixed 
with  the  salt  solutions  in  proportions  that  had  been  found  to  sus- 
pend hemolysis,  and  the  mixtures  allowed  to  stand,  at  room  tem- 
perature, for  one  and  one-half  hours.  These  mixtures  were  then 
cooled  to  0°  C,  and  at  this  temperature  allowed  to  act  on  washed 
corpuscles. 

Normally,  at  this  temperature,  the  amboceptor  unites  with  the 
corpuscles,  but  the  complement,  possessing  a  less  aflSnity,  does 
not  unite  with  the  amboceptor.     As  a  result  no  hemolysis  takes 

&  The  experiments,  of  course,  were  done  on  a  much  larger  scale  than  this,  the  table 
recording  simply  the  amounts  that  entered  into  each  test-tube. 
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place,  but  the  corpuscles  become  sensitized  (corpuscle  +  ambo- 
ceptor), so  that  a  subsequent  exposure  of  them  to  pure  comple- 
ment, which  in  itself  possesses  no  hemolytic  power,  leads  to  their 
solution. 

At  the  end  of  forty  minutes,  the  corpuscles  so  exposed  were 
separated  from  the  serum-salt  mixtures  by  centrifugation  and 
washed  repeatedly  in  physiological  saline,  care  being  taken  to 

TABLE  V. 

The  Effect  of  Salt  Solutions  on  the  Hemolytic  Amboceptor. 

(0.2  c.c.  hemolytic  seram  added  to  recorded  amounts  of  salt  solution,  mixtures  allowed 
to  stand  one  and  one-half  hours  at  room  temperature,  then  used  to  sensitize  0.5  c.c.  of  a  20 
per  cent,  corpuscle  suspension.  Corpuscles  separated  by  centrifu^ration  and  submitted  to 
the  action  of  pure  complement  [non-immune  goat's  serum].  Record  shows  percentage  of 
hemolysis.) 


Salt  Solutton 


Subsequent  Hemolysis  by  Pure 
Complement 


Reading  1 


Reading  2 


Average 


0.5  C.C.  J  CaCl,+0.5  c.c.  physiol.  daline. 
0^  C.C.  J  BaClg-|-0.5  c.c.  physiol.  saline. 
0.5  C.C.  J  Na,C,O4-|-0.5c.c.  phy.  saline. 

1.0  c.c.  ^  Na,S04  

1.0  C.C.  J  MgCl, 

1.0  C.C.  J  Na,C,H40e 

Untreated  serum 


45^ 

40 

50 

50 

50 

55 

50 


50!^ 

55 

50 

45 

55 

50 

50 


47.5jg 

47.5 

50 

47.5 

52.5 

52.5 

50 


(Pure  complement  gave  with  untreated  corpuscles  5  +  percent,  hemolysis. 
Sensitized  corpuscles  not  treated  with  complement  gave  in  each  case 
approximately  5  per  cent,  spontaneous  laking.) 

keep  the  temperature  as  near  0°  C.  as  possible  during  the  process. 
The  treated  corpuscles  were  then  submitted  to  the  action  of  pure 
complement  (normal  goat's  serum).  The  results  are  recorded  in 
Table  V.  In  all  cases  practically  the  same  amount  of  hemolysis 
took  place  as  in  the  control  experiment  with  serum  not  treated 
with  a  salt  solution.  The  various  salt-serum  mixtures  are,  there- 
fore, capable  of  sensitizing  corpuscles  to  the  same  degree  as 
untreated  serum.  This  not  only  confirms  our  conclusion  of  the  last 
experiment  that  the  solutions  produce  no  changes  in  the  corpuscle 
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preventing  the  union  of  the  amboceptor,  but  also  proves  that  they 
do  not  alter  the  amboceptor  in  such  a  way  as  to  prevent  its  union 
with  the  corpuscle.  Unless  the  subsequent  suspension  of  the 
sensitized  corpuscle  in  physiological  saline  undoes  the  action  of 
these  salts  on  the  amboceptor  attached  to  the  corpuscle,  it  also 
follows  that  the  solutions  do  not  alter  the  amboceptor  in  such  a 
way  as  to  prevent  its  union  with  the  complement,  or  its  fulfilling 
its  other  functions  in  hemolytic  action. 

TABLE  VI. 

Effect  of  Salt  Solutions  on  the  Hemolytic  Complement. 

(0.2  C.C.  pare  complement  [normal  goat's  serum]  added  to  recorded  amounts  of  salt 
solution;  mixtures  allowed  to  stand  one  and  one-half  hours  at  room  temperature,  and  then 
allowed  to  act  on  0.5  c.c.  of  a  20  per  cent,  suspension  of  sensitised  corpuscles.  Becord  shows 
percentage  of  hemolysis.) 


Salt  Solution 


0.5  C.C.  J  CaCl,-|-0.5  c.c.  physiol.  saline, 
0.5  c.c.  J  BaCli-|-0.5  c.c.  physiol.  saline, 
0.5  c.c.  J  Na,CgO4-|-0.5  c.c.  phy.  saline, 

1.0  c.c.  ^  NaaSO^ 

1.0  c.c.  J^  MgCl, 

1.0  C.C.  f  Na.C.H^O. 

Untreated  complement 


Subsequent  Action  on  Sensitized 
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Reading  2 
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go 


Average 


7.5 
7.5 

12 

10 

10 

88 


(Sensitized  corpuscles  not  treated  with  complement  gave  7  per  cent, 
spontaneous  laking.) 

c)  The  evidence,  therefore,  indirectly  points  either  to  the  com- 
plement as  being  the  seat  of  chemical  action,  or  to  the  action 
being  a  purely  physical  one.  To  obtain  direct  evidence  on  this 
point,  pure  complement  was  mixed  with  the  salt  solutions,  and 
this  treated  complement  afterwards  allowed  to  act  on  sensitized 
corpuscles,  a  control  being  made  with  untreated  complement.  The 
results  are  recorded  in  Table  VI.  From  this  it  is  seen  that  the 
sensitized  corpuscles  gave  with  the  untreated  complement  88  per 
cent,  hemolysis,  but  that  with  the  treated  complement  there  was 
in  each  case  but  a  trifle  more  hemolysis  than  the  spontaneous 
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laking  of  the  sensitized  corpuscles  (7  per  cent.).  The  experiment 
furnishes  direct  evidence  that  the  action  of  the  salts  is  on  the 
complement,  though  here  again  the  possibilities  of  the  action 
being  a  physical  one,  or  of  its  being  on  the  amboceptor  attached 
to  the  sensitized  corpuscle,  are  not  ruled  out. 

In  order  to  rule  out  definitely  the  amboceptor  as  the  point  of 
attack,  it  was  attempted  to  vary  the  amount  of  complement  in  a 
serum  without  changing  the  amount  of  amboceptor,  and  to  deter- 

TABLE  VII. 

Relation  between  Amount  of  Complement  and  Amount  of  CaClt  Necessary 
to  Suspend  Hemolysis. 

(0.2  c.c.  of  heated  hemolytic  serum  [pure  amboceptor]  +  recorded  amounts  of  non- 
immune serum  [pure  complement]  added  to  recorded  amounts  of  CaCU  and  the  volumes 
made  up  to  1.5  c.c.  by  the  addition  of  physiological  saline.  This  mixture  allowed  to  act  on 
0.5  c.c.  of  a  20  per  cent,  suspension  of  dog's  corpuscles.  Record  shows  percentage  of 
hemolysis.) 
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0 
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0.2  c.c.             "           

0 

0.3  c.c.             *'           

0 

mine  for  this  variable  serum  the  minimmn  amount  of  salt  necessary 
to  suspend  hemolysis.*  If  the  amboceptor  is  the  point  of  attack, 
the  amount  of  salt  should  remain  constant,  no  matter  how  the 
complement  varies.  If,  on  the  other  hand,  the  complement  is  the 
point  of  atttack,  the  amount  should  vary  with  variations  in  the 
complement. 

Sera  with  diflPerent  complement  content  but  constant  ambo- 
ceptor were  made  by  adding  to  heated  hemolytic  serum  (pure 
amboceptor)  varying  quantities  of  normal  goat's  serum  (pure 
complement).  The  results  are  recorded  in  Table  VII.  From 
this  it  is  seen  that  with  one  unit  of  complement  0.15  c.c.  j  CaClg 

^  A  second  series  with  constant  complement  but  varying  amboceptor  was  planned,  but 
the  time  was  too  short  to  carry  this  out. 
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was  required  to  suspeud  hemolysis,  that  with  two  units  of  com- 
plement 0.3  c.c.  J  CaClg  was  required,  and  that  with  three  units 
0.5  c.c.  J  CaClg.  The  ratio  of  the  amounts  of  complement, 
1:2:3,  isapproximately  equal  to  that  of  the  CaClg,  0.15  :  0.3  :  0.5 
(=1:2:3^),  and  differs  from  it  not  more  than  the  errors  of 
observation  warrant.  It  is  evident,  therefore,  that  the  amboceptor 
cannot  be  the  point  of  attack,  and  that  the  salts  eitheJ-  act  chemi- 


TABLE  VIII. 

Relation  between  Age  of  the  Serum  and  Amount  of  BaClg  Necessary  to 
Suspend  Hemolysis. 

(0.2  C.C.  of  serum  was  exposed  on  successive  days  to  the  action  of  recorded  amounts  of 
BaClf  and  the  mixtures  allowed  to  act  on  0.5  c.c.  of  a  20  per  cent,  corpuscle  suspension. 
Record  shows  percentage  of  hemolysis.) 
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cally  on  the    complement   or    produce    their   results   by   purely 
physical  changes. 

It  might  be  objected  to  the  above  experiment,  however,  that 
the  complement  was  not  the  only  variable  substance  in  the  serum, 
that,  with  the  extra  amounts  of  normal  serum,  extra  amounts 
of  serum-albumin,  serum -globulin,  and  the  like  were  added.  To 
avoid  this  criticism,  a  second  series  was  run  in  which  the  volume 
of  the  serum  mixtures  was  made  up  to  a  uniform  amount  by  the 
addition  of  heated,  normal  goat's  serum  (containing  neither  com- 
plement nor  amboceptor,  but  containing  serum- albumin,  serum- 
globulin,  etc.).  The  results  of  such  an  experiment  correspond 
roughly  with  those  recorded  above,  though  here  less  diflPerence 
was  noted  between  the  amounts  of  CaClg  needed  with  the  different 
amounts  of  complement.    A  more  convincing  experiment,  however. 
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was  made  by  testing  the  same  semm  on  successive  days,  as  the 
complement  degenerated,  the  amboceptor,  presumably,  remaining 
constant  during  the  short  time  over  which  the  experiments 
extended.  The  result  of  such  an  experiment  is  recorded  in  Table 
VIII.  Here  again  the  same  general  law  holds  good  that,  with 
variation  in  the  amount  of  complement,  there  is  a  parallel  varia- 
tion in  the  amount  of  salt  necessary  to  suspend  hemolysis. 

We  have,  therefore,  definitely  proved  that  the  salt  solutions 
suspend  hemolysis  either  by  chemical  changes  produced  by  them 
in  the  complement,  toward  which  the  above  experiments  strongly 
point,  or  by  possible  physical  changes  in  the  liquid.  Experi- 
ments were  next  undertaken  to  determine  the  fate  of  the  comple- 
ment in  this  suspension.  Is  the  complement  broken  up  by  the 
salts,  or  is  the  suspension  accomplished  without  its  destruction? 
To  determine  which  of  these  is  true,  the  inhibiting  salt  was  precipi- 
tated from  non-hemolytic,  serum-salt  mixtures,  and  the  hemo- 
lytic powers  of  the  remaining  liquids  tested.  The  results  are 
recorded  in  Table  IX.  In  all  cases  the  hemolytic  power  was 
restored  by  such  precipitation,  and,  with  two  exceptions,  practi- 
cally to  the  original  amount  possessed  by  the  serum. 

To  test  whether  this  return  of  hemolytic  power  was  due  to  a 
liberation  of  the  complement  or  to  possible  products  of  the  inter- 
action of  the  salts  used,  the  liquids  were  now  heated  to  56°  C.  for 
forty  minutes  and  the  hemolytic  power  again  tested.  Except  in 
the  experiments  in  which  MgClg  entered,  the  hemolytic  power 
was  destroyed  by  such  heating,  showing  that,  with  these  two 
exceptions,'  the  restored  power  was  due  to  the  presence  of  a 
thermo-labile  substance,  undoubtedly  the  original  complement. 
The  experiments,  therefore,  prove  that  the  suspension  of  hemoly- 
sis is  accomplished  without  destruction  of  the  complement. 

d)  Evidence  ruling  out  the  possibility  of  the  action  being  a 
physical   one  is  obtained  by  comparing  the  results  recorded  in 

'  An  examination  of  the  M^l,  solution  showed  that,  on  precipitating  the  Mg  ion  with 
NasCsH40ot  there  was  left  behind  in  the  liquid  a  strong  thermo-stable,  hemolytic  agent, 
the  exact  nature  of  which  was  not  determined,  but  which  probably  came  from  a  contamina- 
tion in  the  MgCl,  solution.  It  has  been  suggested  that  in  the  process  of  autoclaving  small 
quantities  of  HCl  might  have  been  driven  off  from  this  solution,  leaving  behind  Mg  (OH)t, 
minute  traces  of  which  are  soluble.  On  precipitating  this  with  a  Na  salt,  NaOH,  a  power- 
ful hemolytic  agent,  would  be  formed.  Time  was  too  limited  to  test  the  truth  of  this 
suggestion. 
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Tables  II  and  III.  From  these  tables  it  is  seen  that  CaCl, 
possesses  strong  hemolytic  powers,  but  that,  mixed  with  serum, 
it  not  only  prevents  the  hemolytic  action  of  the  serum,  but  loses 
its  own  power  of  hemolysis.  It  is  inconceivable  that  this  could 
be  brought  about  as  long  as  the  CaClj  remained  free  in  the 
solution.  It  is  probable,  therefore,  that  the  CaClg,  or  its  active 
ion,  is  in  some  way  removed  by  the  serum  from  an  active  rOle  in 
the  liquid.  This  would  be  accomplished  if  it  were  bound 
chemically  to  the  complement. 

Further  evidence  that  such  a  chemical  union  takes  place  is 
furnished  by  the  fact  that  on  heating  a  non-hemolytic  CaCl, 
serum  mixture,  the  complement  is  not  only  destroyed,  as  can  be 
proved  by  the  precipitation  method  described  above,  but  that 
at  the  same  time,  the  hemolytic  power  of  the  CaClg  is,  in  large 
part,  restored.  The  evidence,  therefore,  is  very  strong  that  the 
suspending  action  of  the  salts  is  not  due  to  physical  changes,  but 
to  chemical  alterations  in  the  complement. 

Since  the  complement  is  not  broken  up  by  the  salts,  this 
action  is  probably  the  formation  of  simple  salt  or  ion  compounds 
with  the  complement,  which  compounds  are  either  incapable  of 
union  with  the  amboceptor  or  hemolytically  inactive  after  such  a 
union. 

The  salts  investigated  are  all  electrolytes,  and  in  the  dilutions 

used  are  largely  ionized.     There  is  reason  to  believe,  therefore, 

+  +   -f+    -f  +    --       -    - 
that  their  action  is  due   to  the  ions  Ca,  Ba,  Mg,  SO  4,  Cg04, 

CjH^Oj,  their  solutions  contain,  rather  than  to  the  salt  mole- 
cules as  a  whole.  It  would  be  very  difficult,  however,  to  prove 
beyond  a  question  of  doubt  that  such  is  the  case. 

CX)NCLUSIONS. 

1.  Certain  salts,  among  which  are  CaClg,  BaCl^,  MgCl,, 
Na^SO^,  NajC204,  and  NajCgH^Oj,  possess  the  property  of 
inhibiting  the  hemolytic  action  of  an  artificially  immunized  goat's 
serum  on  dog's  corpuscles. 

2.  These  salts  produce  no  changes  in  the  corpuscles  or  in  the 
amboceptor  that  interfere  with  hemolytic  action. 
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3.  The  amount  of  salt  necessary  to  bring  about  the  inhibition 
varies  with  the  amount  of  hemolytic  complement  in  the  serum. 

4.  Precipitation  of  the  inhibiting  salts  from  non-hemolytic, 
serum-salt  mixtures  causes  a  complete  return  of  hemolytic  power, 
which  power  is  destroyed  by  heating  the  resulting  liquid  to 
56°  C.  for  forty  minutes. 

5.  There  is  reason,  therefore,  to  believe  that  the  inhibition  is 
due  to  the  formation  of  simple  salt-  or  ion-complement  com- 
pounds, which  are  either  incapable  of  uniting  with  the  amboceptor 
or  hemolytically  inactive  after  such  union. 
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INTBODUCTION. 

It  is  well  known  that  complete  removal  of  the  thyroid  gland 
is  followed  by  a  typical  group  of  symptoms,  terminating  in  death. 
More  recently  it  has  been  shown  by  a  number  of  observers  that 
the  acute  symptoms,  simulating  tetany,  and  the  rapid  fatal  termi- 
nation follow  the  removal  of  the  parathyroid  bodies,  even  though 
the  entire  thyroid  is  left  in  situ.  On  the  other  hand,  the  removal 
of  the  thyroid,  leaving  the  parathyroids  untouched,  is  followed  by 
chronic  symptoms,  such  as  myxedema,  cretinism,  and  cachexia. 

The  present  work  was  begun  in  the  hope  that  it  might  be  pos- 
sible to  produce  similar  clinical  pictures  by  means  of  specific  cy  to- 
toxins,  selective  in  their  action  on  the  thyroid  and  parathyroid 
cells. 

Preliminary  reports  of  Mankovsky^  and  Gontscharukov^  lent 
encouragement  to  this  view.  Both  stated  that  they  had  produced 
thyrotoxic  sera,  injections  of  which  produced  symptoms  simulating 
tetany,  the  thyroid  cells  showing  microscopic  evidences  of  degen- 
eration. Mankovsky  introduced  the  thyroids  of  dogs  into  the 
peritoneal  cavity  of  cats,  at  intervals  of  two  weeks,  and  after  the 
third  injection  bled  the  cats  and  separated  their  serum,  which 
proved  toxic  to  dogs. 

•  Received  for  publicatioD  October  15, 1903.  »  Russ,  Arch.  f.  Path.,  1902.  U,  571-591. 

iCentralbl.f.  allg.  Path.  u.  path.  Anat,  1902, 13, 121-124. 
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Gontscharukov  also  used  the  thyroids  of  dogs,  injecting  them 
into  rams.  He,  too,  produced  a  serum  which  he  concluded  was 
thyrotoxic.  Neither  of  these  workers,  so  far  as  I  can  learn,  has 
published  a  subsequent  full  report,  and  as  their  experiment& 
were  conducted  on  a  few  dogs  only,  their  work  cannot  be  regarded 
as  conclusive.' 

While  many  problems  have  arisen  during  the  progress  of  my 
experiments  that  demand  much  more  study  than  I  have  been  able 
to  give  them,  the  results  so  far  obtained  appear  of  enough  impor- 
tance to  merit  publication  at  this  time. 

METHODS   OP   IMMUNIZATION. 

Qoats  and  dogs  were  used  for  my  experiments.  At  first  an  emulsion  of 
dogs*  thyroids  was  prepared  and  injected  into  the  peritoneal  cavity  of  goats. 
The  thyroids  were  removed,  with  all  aseptic  precautions,  cut  up  into  small 
pieces,  and  placed  in  a  mortar  containing  some  purified  sand.  The  sand  was 
prepared  by  digesting  with  weak  hydrochloric  acid  for  twenty-four  hours,  to 
remove  carbonates  and  render  other  salts  soluble,  then  washed  repeatedly 
with  distilled  water  until  all  traces  of  the  acid  were  gone,  and  finally  incin- 
erated to  destroy  ail  organic  matter. 

On  account  of  the  tough,  fibrous  nature  of  the  thyroid,  it  was  found 
necessary  to  continue  the  grinding  for  several  hours;  to  prevent  contamina- 
tion, the  mortar  was  covered  with  a  sheet  of  asbestos,  perforated  to  allow  the 
passage  of  the  pestle.  When  the  mass  was  completely  pulpified,  a  small 
amount  of  sterile  salt  solution  (0.85  per  cent.)  was  added  and  the  mixture 
stirred.  The  supernatant  portion  was  pipetted  ofif  to  get  rid  of  the  sand,  and 
then  strained  through  a  fine  wire  gauze  to  remove  the  larger  pieces  of  tissue. 
One  obtains  in  this  manner  an  emulsion  containing  not  only  a  preponderance 
of  thyroid  cells,  but  also  a  small  amount  of  various  cells,  common  to  all 
tissues. 

Increasing  doses  of  emulsion  were  injected  into  the  peritoneal  cavity  of 
goats,  at  intervals  of  ten  to  fourteen  days;  at  first  one  dog's  thyroid  was  used, 
then  two,  and  so  on,  until  finally  ten  thyroids  were  used  for  a  single  injection. 
After  the  third  injection,  the  study  of  the  sera  of  the  immunized  animals  was 
begun.  The  immunization  was  kept  up,  never  allowing  an  interval  of  more 
than  one  month  to  elapse  between  injections.  Aside  from  a  slow  progressive 
loss  in  weight,  no  effect  was  noticed  on  the  goats. 

Later  in  the  work  it  was  thought  best  to  remove  all  of  the  blood  from  the 
thyroids  before  making  an  emulsion,  and  this  was  readily  accomplished  by 
washing  out  the  gland  in  situ.,  through  the  thyroid  artery,  using  a  sterile 

3 The  report  by  J.  L.  Yates  iUnit\  of  Penna.  Med.  Bull.,  1908, 16, 195-200)  on  the  experi- 
mental production  of  cytolysins  for  the  adrenal,  thyroid,  and  parathyroid  glands  of  dogs 
appeared  after  the  present  report  had  been  placed  In  the  hands  of  the  editors.  Also  the 
report  of  W.  G.  MacCallum  {Med.  News.,  Oct.  81, 1903),  "On  the  Production  of  Specific  Cyto- 
lytic Sera  for  Thyroid  and  Parathyroid." 
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normal  salt  solution.  The  washing  was  continued  until  the  gland  became 
completely  bloodless.  That  this  was  accomplished  was  apparent  also  in 
microscopic  sections  of  washed  thyroids.  One  of  the  goats  was  immunized 
with  injections  of  washed  thyroids. 

For  purposes  of  comparison,  one  goat  was  immunized  with  an  extract  of 
dog's  thyroid,  known  as  '*  colloid  matter."  This  was  prepared  according  to 
Hutchinson's  method,  by  digesting  sterile  crushed  thyroids  with  sterile  mag- 
nesium sulphate  solution  (5  per  cent.)  for  six  hours.  Then  the  mixture  was 
thoroughly  centrifugalized  to  throw  down  all  undissolved  matter,  and  the 
clear  supernatant  liquid  pipetted  ofif.  To  this  fluid  a  few  drops  of  acetic  acid 
were  added,  and  a  heavy  whitish  flocculent  precipitate  was  thrown  down, 
which  was  separated  and  washed  to  remove  all  of  the  acetic  acid.  A  suspen- 
sion of  this  precipitate  —  the  colloid  matter  —  was  made  in  normal  salt  solu- 
tion, and  injected  into  the  peritoneal  cavity  of  a  goat  at  intervals  of  ten  days, 
using  an  increasing  number  of  thyroids,  as  in  the  previous  experiments. 

Method  of  bleeding, — As  considerable  difficulty  was  met  with  in  bleed- 
ing the  goats,  a  special  Erlenmeyer  flask,  with  a  small  glass  tube  blown  into 
its  side  near  the  neck,  and  another  at  the  bottom,  was  used.  To  the  arm  at 
the  bottom  an  inspirating  needle  is  fastened,  and  capped  with  a  test-tube. 
The  upper  arm  is  plugged  with  cotton,  and  serves  as  the  place  of  attachment 
for  the  aspirating  syringe.  The  flask  is  fltted  with  a  rubber  cork,  and  to  keep 
the  clot  from  sliding  about  two  glass  rods  are  inserted.  The  blood  is  easily 
withdrawn  from  the  superficial  jugular  vein,  which  stands  out  prominently, 
with  a  little  pressure  at  the  side  of  the  neck,  near  the  anterior  border  of  the 
sterno-cleido-mastoid  muscle.  The  goats  stand  the  bleeding  very  well,  and  as 
much  as  400  c.c.  were  withdrawn  at  one  time.  The  blood  clots  very  quickly, 
and  the  serum  is  easily  removed  by  slipping  the  needle  ofif  and  pouring  the 
serum  into  sterile  flasks. 

EXPEBIMENTS   WITH    THE   SEBUM   OP   GOATS    IMMUNIZED    WITH 
dogs'  THYBOIDS. 

For  control  purposes,  several  dogs  were  given  intravenous 
injections  of  normal  goat  serum,  and  as  much  as  7  c.c.  per  kilo- 
gram weight  was  found  without  any  effect.  The  animals  were  not 
at  all  depressed,  showed  no  abnormal  symptoms,  and  when  killed  one 
or  two  weeks  later  there  were  no  microscopic  changes  anywhere. 

The  dogs  injected  with  the  immune  sera  may  be  divided  into 
three  groups.  Group  I  (see  Table  I)  received  injections  of  serum 
from  goats  immunized  with  thyroid  tissue ;  Group  II  (see  Table  II) 
received  injections  of  the  same  serum  as  the  former,  but  it  was  first 
treated  with  dogs'  red  blood  corpuscles  to  remove  the  hemolytic 
amboceptors;  and  finally  Group  III  (see  Table  III)  consisting  of 
dogs  injected  with  serum  from  the  goat  immunized  with  "colloid 
matter." 
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TABLE  I. 
Dogs  Injected  with  Serum  of  Goats  Treated  with  Dog's  Thyroid. 


^. 

WeiRhfc 

Dose  of  Toxic 
Serum  per 
KUogram 

Reinjected 

Results 

1 

9  kg. 

JaD.  22,  3.5  C.C. 
per  kg.,  intra- 
venous. 

Nausea,  vomiting,  defecation,  urina- 
tion^  and  marked  depression;  hemo- 
globtnuria.    Lived  ten  hours. 

8 

5kff. 

Feb.  3,    2   c.c. 
per  kg.,  intra- 
venous. 

Feb.  10,    3  c.c. 
per  kg.,  intra- 
venous. 

After  first  injection,  depression  for  sev- 
eral hours,  but  rallied.  The  next  day 
very  stupid,  watering  of  eyes;  hemo- 
globinuna;  slowly  improved.  After 
second  injection,  dog  went  into  con- 
vulsions and  died  within  one  hour. 
Lived  seven  days  after  first  injection. 

4 

7.5  kg. 

Feb.   3,    2  C.C. 
per  kg.,  intra- 
venous. 

Vomiting,  frequent  defecation,  depres- 
sion, watering  of  eyes,  and  stupid  for 
several  days;  hemoglobinuria,  Killed 
on  sixth  day. 

5 

3.5  kg. 

Feb.  10,    3c.c. 
per  kg.,  intra- 
peritoneal. 

Shortly  after  injection,  clonic  convul- 
sions which  lasted  several  minutes; 
then  animal  walked  about  with 
marked  spastic  gait  in  hind  legs. 
Next  day,  watering  of  eyes,  frequent 

globinuria.    Lived  two  days. 

7 

8  kg. 

March  11,  3  c.c. 
per  kg.,  intra- 
venous. 

March  17,  6  c.c. 
per  kg.,  intra- 
venous. 

Depressed  for  a  few  days  after  first  in- 
jection; watering  of  eyes;  hemoglobi' 
nuria.  After  second  injection,  con- 
vulsions and  death  in  two  hours. 
Lived  six  days  after  first  injection. 

8 

5.5  kg. 

AprU  4,    4  C.C. 
per  kg.,  intra- 
venous. 

April   5,    4  c.c. 
per  kg. ;  April 
11,  5  C.C.  per 
kg. 

Not  very  sick  after  first  injection,  but 
stupid  and  depressed  for  several  days 
after  second  injection.  After  third, 
convulsions  ana  death  in  one  hour; 
hemoglobinuria.  Lived  seven  days 
after  first  injection. 

9 

8  kg. 

April  24,  4  c.c. 
per  kg.,  intra- 
venous. 

Vomiting,  frequent  defecation;  de- 
pressed and  stupid;  hemoglobinuria. 
Lived  six  hours. 

10 

7.5  kg. 

April  29,  2  c.c. 
per  kg.,  intra- 
venous. 

Not  very  sick ;  watering  of  eyes :  slight 
hemoglobinuria^    Killed  on  fifth  day. 

11 

8  kg. 

May  13,    1  c.c. 
per  kg.,  intra- 
venous. 

Vomiting,  and  slight  convulsions ;  then 
marked  depression  and  death  in  eight 
hours.    Lived  eight  hours. 

13 

6  kg. 

May  20,      3  c.c. 
per  kg.,  intra- 
venous. 

May  21,   5  c.c. 
per  kg.,  intra- 
venous. 

Vomiting,  frequent  defecation,  marked 
spastic  gait  in  hind  legs;  watering  of 
eyes;  hemoglobinuria.  After  second 
injection,  convulsions  and  death  in 
one  hour.  Lived  twenty-four  hours 
after  first  injection. 

15 

9  kg. 

May  25,    4  c.c. 
per  kg.,  intra- 
venous. 

June  2,    4  c.c. 
per  kg.,  intra- 
venous. 

Depressed  and  stupid  for  several  days ; 
watering  of  eyes;  hemoglobinuria i 
feces  dark  color.  After  second  injec- 
tion, convulsions  and  death  in  two 
hours.  Marked  loss  in  weight.  Lived 
eight  days  after  first  injection. 

17 

9  kg. 

June  3,    4  c.c. 
per  kg.,  intra- 
venous. 

June  10,  5  c.c. 
per  kg.,  intra- 
venous. 

Stupid  and  sick  for  several  days ;  water- 
ing of  eyes;  hemoglobinuria:  feces 
dark  red;  then  improved;  but  after 
second  injection  grew  rapidly  weak 
and  cachetic,  and  died  June  23.  Lived 
twenty  days  after  first  injection. 
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TABLE  I— Continued. 


Dog 
NoT 

Weight 

Dose  of  Toxic 
Semm  per 
Kilogram 

Beinjected 

Besults 

19 

5  kg. 

JuDe  24,  0.5  C.C. 
per  kg.,  iat ra- 
venous. 

June  30,   1  c.c. 
per  kg.,  intra- 
venous. 

Not  much  affected  by  first  injection. 
After  second^  convulsions  and  death 
in  thirty  minutes;  hemoglalnnuria. 
Lived  six  days  after  first  injection. 

20 

5.5  kg. 

June  24,  4  cc. 
per  kg.,  intra- 
venous. 

Vomiting,  frequent  defecation,  convul- 
sions, and  death  in  one  hour.  Lived 
one  hour. 

21 

8  kg. 

June  24,  2  c.c. 
per  kg.,  intra- 
venous. 

June  30,   1  c.c. 
per  kg.,  intra- 
venous. 

Depressed  and  stupid,  and  remained  so ; 
lost  weight  constantly,  and  became 
quite  weak;  hemoalobinuria;  water- 
ing of  eyes.  Died  July  14.  Lived 
twenty  days  after  first  injection.. 

28 

7.5  kg. 

June  30,  1.5  c.c. 
per  kg.,  intra- 
venous. 

Vomiting,  convulsions ;  death  in  thirty 
minutes. 

24 

8  kg. 

June  30,  1  c.c. 
per  kg.,  intra- 
venous. 

July  11,  1   cc. 
per  kg.,  intra- 
venous. 

Vomiting,  diarrhea,  depression;  re- 
mained stupid  for  several  days ;  water- 
ing of  ejres:  hemoglobinuria.  After 
second  injection,  convulsions  and 
death  in  one  hour.  Lived  eleven  days 
after  first  injection. 

29 

5  kg. 

July  IS,   7  c.c. 
per  kg.,  intra- 
peritoneal. 

Vomiting,  frequent  defecation,  depres- 
sion. Found  dead  next  morning— 
numerous  subperitoneal  ecohymoses, 
and  some  blood  in  peritoneal  cavity; 
hemoglobinuria. 

31 

Ukg. 

July  27,   7  cc. 
per  kg.,  intra- 
peritoneal. 

Depressed,  vomiting,  watering  of  eyes; 
hemoglobinuria.  Improved  and  be- 
came quite  lively.  Killed  on  Aug.  4. 
Lived  eight  days. 

1.  Clinical  picture, —  Group  I:  These  dogs  received  subcu- 
taneous, intraperitoneal,  and  intravenous  injections  of  immune 
serum,  in  varying  amounts,  averaging  about  4  c.c.  per  kilogram. 
Although  injections  under  the  skin  and  into  the  peritoneum  gave 
toxic  results,  still  they  were  usually  complicated  by  exudation 
and  hemorrhage,  and  hence  the  intravenous  method  was  most  fre- 
quently used.  During  the  injection  the  dogs  became  depressed, 
and  shortly  after  began  to  vomit  repeatedly ;  they  emptied  their 
bowels  and  bladder,  lay  about  stupidly,  or  walked  with  a  marked 
spastic  gait  in  the  hind  legs.  Then  they  either  became  rapidly 
worse,  developing  convulsions  and  coiiia,  and  dying  in  one-half 
to  two  hours,  or  recuperated  somewhat,  remaining  sick,  stupid, 
and  listless  for  a  few  days,  and  then  slowly  improving.  All  the 
dogs  had  a  marked  hemoglobinuria,  which  appeared  in  about  six 
hours  and  continued  for  several  days.  The  feces  were  frequently 
dark  and  blood-stained.     Shortly  after  the  injection  lachrymation 
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was  noticed,  and  this  continued  for  several  days ;  frequently  a  con- 
junctivitis developed.  A  few  hours  after  the  injection  a  slight 
rise  in  temperature  of  one  or  two  degrees  was  frequent.  On  the 
second  or  third  day,  at  times  some  stiffness  of  the  hind  legs  was 
noticed  in  walking,  and  Trousseau's  phenomenon  was  easily  pro- 
duced. But  it  is  not  at  all  uncommon  for  normal  dogs  to  show  a 
similar  spasm  of  the  hind  legs  when  irritated  by  pressure.  No 
spontaneous  convulsions,  such  as  Mankovsky  and  Gontscharukov 
described  on  the  third  or  fourth  day,  was  noticed  in  these  dogs. 
Some  of  the  dogs  lived  four  or  five  weeks,  and  during  this  time 
lost  markedly  in  weight,  and  became  cachetic  and  weak. 

TABLE  II. 

Dogs  Injected  with  Immune  Goat  Serum  Previously  Treated  with 

Dog's  Corpuscles. 


Dog 
No. 

Weight 

Dose  per  Kilo- 
gram of  Toxic 
Serum  Treated 
with    Blood 
Corpuscles    of 
Dog 

Reinjected 

Results 

6 

9  kg. 

Feb.  12,  1.8  C.C. 
per  kg.,  intra- 
peritoneal. 

Feb.  19,  2,5  c.c. 
per  kg.,  intra- 
peritoneal. 

Not  much  affected  by  first  injection,  but 
depressed  and  stupid  for  several  days 
after  second;  trace  o/  hemoglobinuria: 
watering  of  eyes;  loss  in  weight. 
Killed  on  thirteenth  day. 

12 

10  kg. 

May  14.  3.5  c.c. 
per  kg.,  intra- 
venous. 

Vomiting,  frequent  defecations  and  con- 
vulsions, and  died  in  one  hour. 

16 

7.5  kg. 

May  26,   4   c.c. 
per  kg.,  intra- 
venous. 

June  22,  4  c.c. 
per  kg.,  intra- 
venous. 

Not  much  affected  by  first  injection; 
marked  depression  after  second,  but 
rallied  slightly,  and  then  in  a  few 
hours  convulsions  and  death  in  eight 
hours.  Watering  of  eves;  trace  of 
hemoglobinuria.  Lived  seven  days 
after  first  injection. 

18 

4  kg. 

June  11,  2  c.c. 
per  kg.,  intra- 
vepous. 

July  1,  1.5  c.c. 
per  kg.,  intra- 
venous.   July 
14,  2.5  c.c,  per 
kg. 

Slightly  depressed  after  first  injection 
and  remained  stupid  and  listless  for 
several  days;  watering  of  eyes;  alight 
hemoglobinuria:  loss  in  weight;  ^ait 
staggering.  After  second  injection, 
previous  symptoms  exaggerated; 
cachexia  developed.  Aft^r  third  in- 
jection, marked  depression,  and  found 
dead  next  morning.  Lived  thirty- 
three  days  afteV  first  injection. 

22 

8  kg. 

June  24,  2  c.c. 
per  kg.,  intra- 
venous. 

July    I,    4    c.c. 
per  kg.,  intra- 
venous. 

Vomiting  and  slight  depression  after 
first  injection,  watering  of  eyes,  list- 
less ;  trace  of  hemoglobinuria.  After 
second  injection,  convulsions,  and 
death  in  one  hour.  Lived  seven  days 
after  first  injection. 

30 

7.5  kg. 

July  14,   3  c  c. 
per  kg.,  intra- 
venous. 

Slight  depression,  watering  of  eyes,  list- 
less; alight  hemogloliinuria:  constant 
loss  in  weight.  Killed  Aug.  20.  Lived 
thirty-seven  days. 
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Group  II:  These  dogs  received  intraperitoneal  and  intrave- 
nous injections  of  immune  serum,  which  had  previously  been 
digested  with  washed  dog's  corpuscles  at  0°  C.  for  thirty  minutes 
The  dogs  were  not  quite  as  sick  as  those  in  the  previous  group, 
but,  although  milder,  the  clinical  picture  resembled  closely  that 
of  the  former.     A  slight  hemoglobinuria  was  produced. 

TABLE  III. 
Dogs  Injected  with  the  Serum  of  Goats  Treated  with  Colloid  Matter. 


Dog 

Weight 

Dose  per  Kilo- 
gram Colloid 
Matter  Toxic 
Serum 

Reinjected 

Results 

26 

6.5  kg. 

July    7,    6   c.c. 
per  kg.,  intra- 
venous. 

Convulsions,  and  death  in  thirty  min- 
utes. 

28 

6  kg. 

July    8,    2   c.c. 
per  kg.,  intra- 
venous. 

July  13.   3  C.C. 
per  kg.,  intra- 
venous.    Aug. 
4,  5  C.C.  per  kg. 

Vomiting,  diarrhea,  trembles  all  over, 
stupid  and  listless;  recovered  and  be- 
came lively.  Not  much  affected  by 
subsequent  injections;  lost  constantly 
in  weight.  KiUed  Aug.  L-i.  ,Liv&d 
thirty-eight  days  after  first  injection. 

32 

7  kg. 

July  28,   5  C.C. 
per  kg.,  intra- 
venous. 

Aug.   4,    8   C.C. 
per  kg.,  intra- 
peritoneal. 

Not  very  much  affected;  nausea;  next 
day  listless  and  stupid ;  some  rigidity 
in  nind  legs ;  watering  of  eyes.  Found 
dead  next  morning  after  second  injec- 
tion. Lived  seven  days  after  first  in- 
jection. 

S3 

8  kg. 

July  29,   3  C.C. 
per  kg.,  intra- 
venous. 

Aug.   8,    3   c.c. 
per  kg.,  intra- 
venous. 

Depressed,  listless  for  several  days; 
collapse  after  second  injection,  but 
recovered.  KiUed  Aug.  21.  Lived 
twenty-three  days  after  first  injection. 

34 

9  kg. 

Aug.  13,   4  C.C. 
per  kg. 

Not  much  affected;  quite  lively  next 
day.  Killed  Au^.  2l.  Lived  eight 
days  after  first  injection, 

35 

7  kg. 

Aug.  13,   7  c.c. 
per  kg. 

Vomiting,  defecation,  stupid  and  list- 
less; but  slowly  improved.  Killed 
Aug.  21.  Lived  eight  days  after  first 
injection. 

Group  III:  These  dogs  were  injected  intravenously  with  the 
serum  of  the  goat,  immunized  with  "colloid  matter."  A  similar 
picture,  but  milder,  was  also  observed  in  these  animals.  There 
was  not,  however,  any  demonstrable  hemoglobinuria. 

2.  Anatomical  changes. — Macroscopic:  The  post-mortem  ap- 
pearances varied  with  the  mode  of  injection.  The  dogs  receiving 
toxic  serum  subcutaneously  showed  in  early  cases  a  marked  local- 
ized edema,  and  in  those  that  survived  several  days  a  cyst-like 
accumulation  of  a  bloody  serous  fluid  was  found.  When  the  injec- 
tions were  given  intraperitoneally,  at  first  multiple  subperitoneal 
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hemorrhages  were  found,  but  if  the  dog  survived  several  days,  a 
plastic  peritonitis  developed,  in  the  exudate  of  which  the  colon 
bacillus  was  present.  The  conclusion  naturally  was  drawn  that 
the  serum  was  endotheliotoxic,  and  permitted  the  colon  bacillus  to 
invade  the  peritoneum.  The  majority  of  the  dogs  received  intra- 
venous injections,  and  a  rather  constant  picture  presented  itself 
after  death.  There  was  always  a  marked  general  pallor;  flabby 
heart  muscle ;  enlarged,  bloody  spleen ;  swollen,  pale,  fatty  kidneys ; 
and  in  the  early  stages  the  liver  was  swollen  and  chocolate -colored, 
in  the  latter  yellow  and  fatty.  The  thyroid  was  frequently  flabby, 
but  otherwise  it  showed  no  changes. 

Microscopic:  Frozen  sections,  prepared  from  the  various  organs 
and  stained  with  sudan  III,  showed  fatty  changes  frequently  in 
the  thyroid  and  heart,  and  constantly  in  the  liver  and  kindeys. 
Teased  preparations  revealed  cloudy  swellings  in  the  same  organs. 

Thyroid  gland,  parathyroids,  and  hypophysis:  The  thyroid 
glands  of  normal  and  injected  dogs  were  hardened  in  Flemming's 
fluid  and  were  studied  unstained  for  the  fat-reacting  granules 
described  by  Erdheim.*  The  granules  were  found  to  be  present 
and  similar  in  all  the  glands. 

The  thyroids  of  the  dogs  injected  with  toxic  serum  show  a 
decrease  in  colloid,  which  frequently  is  entirely  absent  and  seems 
to  have  disappeared  rapidly.  The  capillaries  are  often  enlarged, 
and  hemorrhages  into  the  alveoli  are  occasionally  observed.  The 
epithelium  presents  a  variable  picture.  Often  the  nuclei  are  swol- 
len and  vacuolated.  In  more  marked  cases,  a  partial  or  complete 
destruction  of  some  of  the  cells  and  a  marked  desquamation  of 
the  remaining  ones  have  occurred,  so  that  the  alveolus  is  distended 
with  the  dying  cells  and  their  fragments  (see  Plate  IV^,  Figs.  1 
and  2).  In  a  number  of  the  dogs  dying  later  the  epithelium  has 
proliferated  and  filled  the  lumen  with  branched  papillary-like 
processes,  quite  similar  to  those  described  by  Halsted^  in  his 
cases  of  compensatory  hypertrophy  following  partial  thyroidec- 
tonomy  (Plate  V,  Figs.  1  and  2).  In  no  cases  were  there  any 
recognizable  changes  in  the  parathyroid  bodies.     The  same  is 

*Beitr.  zurpcUh.  Anat  u.  z.  allg.  Path.,  1903,  38, 158-236. 
b  Johns  Hopkins  Hosp.  Rep.,  1896, 1,  378. 
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also  true  of  the  hypophysis  which  was  studied  most  carefully  in 
serial  sections  by  Dr.  Le  Count. 

Liver:  This  shows  marked  active  congestion  in  the  dogs  that 
succumbed  in  a  short  time.  In  those  that  survived  a  day  or  more 
the  liver  cells  show  various  stages  of  degeneration,  and  several  of 
the  specimens  present  scattered  areas  of  insular  necrosis  in  which 
all  semblance  to  cell  structure  is  lost,  the  areas  consisting  of  debris 
with  skeletons  of  red  blood  corpuscles.  Frequently  large  amounts 
of  pigment  are  visible.     Marked  fatty  changes  are  frequent. 

Kidney :  The  kidneys  show  distinct  changes.  In  animals  that 
have  lived  a  short  time  there  is  marked  hyperemia,  wfth  occasional 
glomerular  hemorrhages.  The  epithelium  in  those  that  survived 
a  day  or  more  is  loaded  with  granules  of  various  sizes  and  of  a 
deep-brown  color.  In  places  these  granules  resemble  fragments 
of  red  blood  corpuscles.  Where  the  cells  appear  more  normal  the 
lumen  is  filled  with  a  dark-brown  homogeneous  mass,  evidently  a 
fusion  of  granules  discharged  from  the  living  cells.  In  a  fortu- 
nate section  this  change  can  be  traced  in  a  single  tubule.  The 
glomerulus  is  frequently  crowded  to  one  side  and  the  capsule  dis- 
tended by  a  finely  granular  material.  Acute  degenerative  changes, 
desquamation  of  the  epithelial  cells,  and  pronounced  fatty  changes 
are  not  uncommon. 

Spleen,  lymph  glands,  bone  marrow:  The  sections  of  the 
spleen  are  usually  loaded  with  red  blood  corpuscles  in  various 
stages  of  degeneration,  and  blood  pigment  is  abimdant.  Numer- 
ous accumulations  of  red  blood  corpuscles,  within  a  retaining 
membrane,  are  seen.  The  corpuscles  are  often  fused  into  a 
brownish  mass  similar  to  that  described  in  the  kidney  tubules, 
and  others  appear  merely  as  shadows.  Whether  all  these  masses 
are  plagocytic  cells  is  hard  to  say  definitely,  as  some  appear  as  if 
composed  of  agglutinated  red  blood  cells. 

No  marked  changes  were  observed  either  in  the  lymph  glands 
or  bone  marrow.  The  latter  has  not  been  studied  as  thoroughly 
as  it  ought  to  have  been.  In  some  of  the  glands  are  large 
phagocytic  cells  filled  with  disintegrating  red  corpuscles. 

Pancreas,  and  adrenals:  In  neither  of  these  were  there  any 
marked  changes. 
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Nervous  system :  Dr.  Rothstein  examined  the  cords  and 
brains  of  several  dogs,  with  wholly  negative  results. 

The  changes  in  the  dogs  injected  with  "colloid  matter  immune 
serum"  are  not  as  marked  as  those  described,  but  still  they  are 
similar.  The  most  striking  and  constant  feature  is  the  marked 
or  complete  loss  of  colloid  matter  in  the  acini  of  the  thyroid  gland. 

3.  Studies  of  the  action  of  the  immunized  goat  serum  in 
vtYro.— Cytolysis  and  agglutination  of  thyroid  cells:  The  technic 
described  by  Flexner  and  Noguchi*  in  their  work  on  the  cytolysis 
of  normal  sera  was  closely  followed.  Normal  goat  serum  causes 
rapid  swelling  and  dissolution  of  the  thyroid  cells,  and  the  con- 
ditions produced  resemble  those  described  in  their  work.  The 
idea  occurred  that  this  swelling  might  be  due  to  a  hypotonicity 
of  the  serum,  and  by  experiment  it  was  found  that  the  addition 

n 
of  10  per  cent,  of  a  j  NaCl  solution  prevented  the  swelling  of  the 

thyroid  cells  and  left  them  comparatively  normal  even  after  sev- 
eral hours.  A  further  study,  using  the  immune  and  normal 
serum  previously  modified  in  the  above  manner,  showed  that 
shortly  after  the  mixture  of  serum  and  the  thyroid  emulsion  an 
agglutination  of  the  cells  occurred  with  the  normal  as  well  as  the 
immune  serum,  but  decidedly  more  marked  with  the  latter.  In 
one-half  to  two  hours  the  immune  serum  caused  dissolution  of 
many  of  the  thyroid  cells  and  left  many  free  nuclei,  whereas  the 
normal  serum  only  caused  some  clearing  of  the  granules  of  the 
cells.  Time  did  not  suffice  to  carry  out  as  large  a  number  of 
experiments,  modified  and  refined  in  various  ways,  as  might  be 
desired. 

Specific  precipitins:  Experiments  to  test  for  specific  precipi- 
tins were  conducted  with  filtered  and  centrifugalized  emulsions 
of  thyroid  tissue.  Both  the  normal  and  immune  goat  serum 
caused  slight  precipitates  if  much  serum  was  used,  but  with  high 
dilutions  (1:1,000)  the  immune  serum  caused  a  distinct  cloudi- 
ness, while  the  normal  produced  only  the  faintest  reaction  or 
none  at  all. 

Filtered  solutions  of  colloid  matter,  in  salt  solution  (0.85  per 

iJwir  of  Med.  Reaearch,  1902, 9,  251-269. 
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•cent.)  or  in  magnesium  sulphate  solution  (5  per  cent.),  when 
treated  with  the  sera  likewise  gave  distinct  precipitates,  especially 
marked  in  the  case  of  the  colloid  matter  immune  serum,  even  in 
high  dilutions  (1 : 1,000).  It  is  only  by  the  use  of  high  dilutions 
that  anything  like  specific  precipitation  of  filtered  thyroid  emul- 
sion or  of  colloid  matter  is  secured  by  the  immune  goat  serum. 
To  what  extent  the  precipitate  formed  in  such  mixtures  is 
•dependent  upon  the  presence  in  them  of  dog's  blood-serum  must 
be  left  undetermined  for  the  present. 

■  Hemolytic  experiments:  The  serum  of  the  immunized  goats  is 
rstrongly  agglutinating  and  hemolytic  for  dog's  corpuscles,  0.1  c.c. 
causing  complete  hemolysis  of  0.1  c.c.  of.  dog's  blood.  The 
•question  naturally  arose  whether  this  hemolytic  property  w.as  due 
to  the  injection  of  dog's  blood  along  with  the  thyroid  emulsion. 
To  determine  this,  the  thyroids  were  first  thoroughly  washed 
with  salt  solution,  as  previously  described,  and  another  goat 
immunized;  but  it  yielded  a  serum  just  as  hemolytic  as  before. 
Again,  the  goat  immunized  with  colloid  matter  likewise  gave  a 
hemolytic  serum,  though  not  quite  as  active.  In  the  preparation 
of  the  colloid  matter  the  thyroids  were  not  previously  freed  from 
blood,  and  hence  it  remained  possible  that  the  blood  might  have 
been  responsible  for  the  hemolizing  power  of  the  goat  serum. 
To  test  this  a  goat  was  immunized  with  extracts  of  dog's  blood 
prepared  exactly  as  the  colloid  matter.  Increasing  amounts  of 
dog's  blood  were  used — maximum  50  c.c. — and  lliree  injections 
of  the  extract  given.  The  serum  of  the  goat,  however,  did  not 
gain  in  hemolytic  power. 

In  their  hemolytic  action  on  dog's  corpuscles  the  sera  of  the 
immunized  goats  present  certain  peculiarities  that  require  further 
:study  before  sufficiently  well  understood  to  merit  full  presenta- 
tion. It  is  hoped  that  this  may  be  accomplished  soon.  In  the 
meantime  it  is  interesting  to  find  that  immunization  of  goats  with 
bloodless  suspension  of  thyroid  cells  and  with  "colloid  matter'*  of 
•dogs  causes  a  marked  increase  in  the  hemolytic  power  of  the 
^erurn  on  dog's  corpuscles. 

That  epithelial  cells  can  cause  the  production  of  hemolytic 
:substances  has  been  shown   by  others.     Most    striking  is   the 
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experiment  of  v.  Dungern/  who,by  injecting  cow's  milk,  produced 
in  the  animaFs  serum  substances  not  only  cytolytic  for  epithelial 
cells,  but  also  hemolytic.  And  the  experiments  of  Pearce,^  with 
heteronephrotoxic  and  hepatotoxic  serum,  produced  by  the  injec- 
tion of  washed,  bloodless  material,  show  these  sera  to  have  been 
hemolytic.  Hence  it  seems  that  a  strict  cellular  specificity  cannot 
be  claimed  for  cytotoxins.  To  what  extent  the  changes  observed 
in  the  other  organs  of  my  dogs  were  caused  by  the  direct  action  of 
thyrotoxin  or  by  the  products  of  the  hemolysis  set  up  by  the 
immune  serum  is  another  problem  that  demands  further  investi- 
gation. 

SUMMARY    AND    CONCLUSIONS. 

The  chief  results  of  the  work  presented  may  be  summarized 
as  follows: 

The  serum  of  goats  injected  with  suspensions  of  the  thyroid 
gland  or  with  the  thyroid  colloid-  matter  of  dogs  acquires  many 
new  and  striking  properties.  Injected  into  dogs,  it  causes  marked 
symptoms,  prominent  among  which  are  depression,  convulsions, 
vomiting,  rapid  breathing,  hemoglobinuria,  and  early  death  in 
some  cases,  and  in  other  animals  that  lived  longer  there  were 
present  also  some  fever,  lachrymation,  loss  of  weight,  and  progres- 
sive weakness.  It  cannot  be  claimed  that  there  has  been  repro- 
duced the  exact  picture  presented  by  thyrodectomized  dogs. 

These  clinical  manifestations  are  associated  with  removal  of 
colloid  matter  from  the  acini  of  the  thyroid  gland,  desquama- 
tion and  disintegration  of  the  epithelial  cells  of  the  acini,  followed 
in  time  by  restitutive  processes  and  the  growth  of  papillary 
proliferations.  The  parathyroid  bodies  and  the  hypophysis  show 
no  changes.  The  liver,  spleen,  and  kidneys  present  marked 
degenerative  and  pigmentary  changes,  which  in  large  measure 
may  be  the  result  of  the  hemolytic  properties  of  the  serum  injected, 
although  it  is  possible  that  thyrotoxic  serum  contains  cytotoxins 
for  the  cells  of  the  liver  and  kidneys  also. 

In  vitro,  the  thyrotoxic  goat  serum  is  more  destructive  and 
agglutinating  for  thyroid  cells  of  the  dog  than  normal  goat  serum. 

7  MUfich.  Med.  Wchnschr.,  1899,  46,  No.  13,  405. 

8  Univ\  of  Penna.  Med,  Bully  1903,  16,  217-285, 
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The  toxic  serum  is  markedly  agglutinating  and  hemolytic  for 
dog's  corpuscles,  even  when  obtained  from  goats  injected  with 
bloodless  thyroid  material  and  with  colloid  matter — an  observa- 
tion of  great  importance  as  regards  the  problem  of  community  of 
receptors  in  various  cells. 

If  it  were  possible  to  remove  from  the  thyrotoxic  serum  the 
hemolytic  as  well  as  other  direct  and  indirect  cytotoxic  actions 
referred  to  in  the  foregoing,  it  would  seem  to  me  warranted  to 
expect  that  still  stronger  evidence  could  be  obtained  of  a  specific 
thyrotoxin.  It  may  be,  too,  that  the  use  of  other  animals  might 
give  less  complicated  results. 

EXPLANATION  OF  PLATES  IV,  V. 

Fig.  1. —  Microphotograph  of  thyroid  of  dog  No.  1  (see  Table  I).  X  125. 
Removal  of  colloid ;  desquamation  and  disintegration  of  epithelial  cells. 

Fig.  2.— Microphotograph  of  thyroid  of  dog  No.  19  (see  Table  I).  X  175. 
Absence  of  colloid ;  beginning  formation  of  papillary  processes ;  cellular 
detritus  in  some  of  the  acini ;  congestion. 

Fig.  3.— Microphotograph  of  thyroid  of  dog  No.  24  (see  Table  I).  X  125. 
Absence  of  colloid ;  papillary  outgrowths ;  cellular  stroma. 

Fig;  4.— Microphotograph  of  thyroid  of  dog  No.  6  (see  Table  II).  X  125. 
Same  description  as  in  Fig.  3.    Blood  corpuscles  in  acini. 
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A  CONTRIBUTION  TO  THE  CASUISTRY  OF  PLACEN- 
TAL AND  CONGENITAL  TUBERCULOSIS.* 

MILIABY  TUBEBCULOSIS  OF  THE  MOTHEB  IN  SEVENTH  MONTH  OP 
PBEGNANCY ;  TUBEBCULOSIS  OP  PLACENTA ;  AGGLUTINATION 
THBOMBI,  CONTAINING  MANY  TUBEBCLE  BACILLI,  IN  PLACENTA 
AND   PETUS. 

Aldbed  Scott  Warthin  and  David  Murray  Cowik. 

{From  the  Pathological  Lahoraiory^  University  of  Michigan^  Ann  Arbor,  Mich.) 

The  ancient  problem,  which  so  long  busied  clinicians  and 
pathologists,  as  to  the  occurrence  of  a  direct  transmission  of 
tuberculosis  from  the  parent  to  the  child,  has,  in  so  far  as  a 
maternal  transmission  is  concerned,  been  settled  beyond  all  doubt 
by  a  number  of  trustworthy  observations  based  upon  both  ana- 
tomical and  bacteriological  findings.  The  frequency  of  such  a 
transmission,  however,  must  still  be  regarded  as  an  open  question. 
The  dictum  accepted  by  most  writers  at  the  present  time,  that  the 
intra-uterine  transmission  of  tuberculosis  is  possible,  but  extremely 
rare,  needs  the  support  of  further  research  before  it  can  be  taken 
as  final.  It  is  true  that  but  few  undoubted  cases  of  tuberculosis 
of  placenta  and  fetus  have  been  reported;  but  it  is  also  true  that 
no  field  of  research  has  been  so  neglected  as  that  of  placental 
and  fetal  pathology.  To  what  extent  are  systematic  exami- 
nations of  placentas  made?  In  view  of  this  neglect,  it  is  not 
surprising  that  but  few  positive  cases  of  placental  and  fetal 
tuberculosis  have  been  observed ;  and  some  reason  is  afforded  for 
the  belief  that  those  conditions  are  probably  not  so  rare  as  they 
are  at  the  present  time  supposed  to  be. 

Further  support  is  given  to  this  belief  by  the  fact  that  there  is 
a  constantly  increasing  number  of  cases  reported  in  which  an  intra- 
uterine transmission  of  infectious  diseases  has  been  demonstrated 
beyond  all  doubt.  Such  a  transmission  from  the  mother  to  the 
fetus  has  been  shown  to  occur  in  the  case  of  small-pox,  varicella, 
typhus  fever,  typhoid  fever,  relapsing  fever,  malaria,  scarlatina, 

*  Beceived  for  publication  October  20, 1903. 
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measles,  anthrax,  cholera,  and  infections  with  the  pneumococcus 
and  pns-cocci.  While  the  number  of  such  cases  is  on  the  whole 
not  great,  it  is  nevertheless  increasing  in  proportion  to  the  increas- 
ing frequency  with  which  systematic  examinations  of  the  placenta 
and  fetus  are  being  carried  out. 

The  greater  frequency  with  which  careful  examinations  have 
been  made  of  the  placenta  and  fetus  of  cattle  and  the  large  num- 
ber of  cases  of  bovine  placental  and  tjongenital  tuberculosis  which 
have  been  reported  strongly  support  the  view  that  these  conditions 
may  not  be  so  rare  in  man,  and  might  be  discovered  more  fre- 
quently were  similar  systematic  observations  made.  The  results 
of  veterinary  investigation,  even  though  the  latter  be  somewhat 
loosely  carried  out,  favor  the  occurrence  of  placental  transmission 
as  a  more  frequent  event  than  is  generally  believed. 

As  a  result  of  these  observations  we  have  been  obliged  to 
modify  somewhat  our  views  concerning  the  r6le  played  by  the 
placenta  as  a  filter  of  micro-organisms  contained  in  the  maternal 
blood.  At  the  present  time  the  view  is  held  by  a  preponderating 
majority  of  writers  that  the  intact  syncytial  layer  of  the  chorion 
forms  a  secure  barrier  against  the  passage  of  micro-organisms 
from  the  maternal  to  the  fetal  blood.  There  are  several  reasons, 
both  clinical  and  pathological,  for  doubting  the  effectiveness  and 
completeness  of  such  protection.  Before  final  dicta  are  accepted 
it  will  be  necessary  to  enlarge  greatly  the  casuistry  of  placental 
transmission ;  and  it  is  desirable  that  large  series  of  observations 
upon  the  fetus  and  placenta  should  be  studied.  The  case  de- 
scribed below  is  reported  toward  this  end,  as  well  as  for  its  more 
immediate  bearings  upon  the  pathology  of  tuberculosis. 

A  number  of  writers  have  collected  and  analyzed  the  cases 
reported  in  the  literature  as  congenital  tuberculosis.  Among  the 
most  important  of  such  analyses  are  those  of  Gartner,*  Hauser,^ 
D'Arrigo,'  and  Cornet.*  A  more  or  less  complete  bibliography  is 
given  by  each  one  of  these  authors.  It  will  be  seen,  however, 
from  a  survey  of  the  cases  analyzed  by  these  writers  that  many 

1  Zeit.  fUr  HtfOL.  u.  Infectionskrankh.,  1893,  13, 101-250. 

2  Deutsehen  Arch,  fUr  kliru  Med.y  1888,  61,  221. 

3  CentralbLf.  BakUHol.,  1900,  28,  683. 

♦  Nothnagel  Spec.  Path.  u.  Ther.,  1900, 14,  2,  Abt.  2, 
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cases  which  have  been  regarded  as  undoubted  examples  of  con- 
genital tuberculosis  have  been  diagnosed  as  such  upon  insufficient 
grounds,  the  evidence,  both  bacteriological  and  anatomical,  being 
inadequate  for  the  support  of  such  a  diagnosis.  In  but  few  cases 
is  it  possible  to  say  positively  that  a  placental  transmission  of 
tuberculosis  had  taken  place,  the  other  cases  being  doubtful 
because  of  the  lack  of  bacteriological  or  anatomical  evidence,  the 
age  of  the  child,  possibility  of  extra-uterine  infection,  non- 
elimination  of  syphilis,  etc.  For  this  reason  it  will  be  of  value  to 
analyze  again  all  such  reported  cases  more  closely  than  has  pre- 
viously been  done,  and  to  bring  the  bibliography  up  to  the  present 
date.  In  the  analysis  given  below  we  have  taken  as  criteria  for 
the  diagnosis  of  undoubted  congenital  tuberculosis  the  presence 
of  characteristic  anatomical  changes  and  of  tubercle  bacilli,  the 
development  of  the  lesions  within  such  a  short  time  after  birth  as 
to  preclude  the  possibility  of  extra-uterine  infection,  and  the 
exclusion  of  syphilis.  An  analysis  based  upon  such  strict  condi- 
tions has  not  yet  been  made,  and  our  results,  as  given  below,  will 
be  found  to  diflfer  greatly  from  those  of  preceding  writers. 
Many  cases  which  have  been  regarded  as  undoubted  examples  of 
congenital  tuberculosis  we  have  put  into  the  doubtful  class,  since 
they  did  not  answer  the  above  requirements  so  fully  as  to  leave 
no  room  for  doubt.  Further,  other  cases  reported  as  congenital 
tuberculosis  we  have  thrown  out  altogether,  since  no  sufficient 
proof  was  given  of  the  nature  of  the  process.  The  number  of 
undoubted  cases,  therefore,  becomes  very  small  indeed ;  but  a  cer- 
tain number  of  the  cases  placed  in  the  doubtful  list  seem  very 
probable  instances  of  congenital  infection,  but  are  not  reported 
with  sufficient  data  to  make  the  diagnosis  undoubted. 

I.    CONGENITAL  TUBERCULOSIS. 

A.      UNDOUBTED    CASES. 

(Diagnosis  resting  upon  anatomical  changes  and  the  presence  of  tubercle  bacilli.) 

1891,  Sabouradd  {Soc,        Child  aged  eleven  days,  born  of  mother  in  advanced 
^^wtoflne,  Paris,  Oct.  ^^^^  ^f  pulmonary  tuberculosis,  who  died  shortly  after 
'  delivery.    Autopsy  of  infant  showed  presence  of  count- 

less miliary  tubercles  in  liver  and  spleen,  in  part  show- 
ing caseation,  and  containing  tubercle  bacilli. 
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Woman  forty  years  of  age,  suffering  from  advanced 
pulmonary  tuberculosis,  gave  premature  birth  to  a 
male  child  in  the  ninth  month.  The  mother  died  two 
days  after  delivery.  Autopsy  showed  chronic  pulmo- 
nary tuberculosis,  acute  miliary  tuberculosis  of  lungs, 
tuberculous  meningitis.  Placenta  not  examined.  Child 
died  twenty-four  hours  after  birth.  Autopsy  showed 
miliary  tuberculosis  of  lungs,  liver,  spleen,  and  kidneys. 
Tubercles  also  present  in  portal,  mediastinal,  bronchial, 
mesenteric,  and  retroperitoneal  glands.  The  micro- 
scopical appearance  was  that  of  typical  tubercles. 
Large  numbers  of  tubercle  bacilli  found.  N6  giant- 
cells  present  in  the  tubercles.  Advanced  stage  of  the 
process  makes  case  undoubtedly  congenital. 

Child  fifteen  dajs  old.  Autopsy  revealed  typical 
caseous  miliary  nodules  in  spleen,  liver,  and  lungs,  con- 
taining numerous  tubercle  bacilli.  These  were  also 
found  free  in  the  blood-vessels.  Chronic  tuberculous 
lesions  were  found  in  the  liver.  Mother  was  brought 
to  hospital  with  pulmonary  tuberculosis  after  birth  of 
child.  Case  regarded  as  undoubtedly  congenital,  as 
such  advanced  lesions  could  not  have  formed  during 
the  short  period  of  extra-uterine  life. 

New-born  female  child  weighing  3,000  grams.  Died 
of  inanition  after  a  few  days.  Nothing  known  of  mother. 
Autopsy  of  infant  showed  general  tuberculosis,  most 
marked  in  liver.  The  spleen  was  somewhat  enlarged, 
and  contained  so  many  tubercles  that  its  surface  pre- 
sented a  marbled  appearance.  Lungs  contained  a 
smaller  number  of  tubercles.  Brain  and  retina  of  both 
eyes  free  from  tubercles.  Large  numbers  of  tubercle 
bacilli  were  found  in  the  tubercles  and  also  free  in  the 
capillaries.  In  some  sections  the  bacilli  were  so  numer- 
ous that  when  stained  for  tubercle  bacilli  the  red  areas 
were  visible  to  the  naked  eye. 

Mother  in  advanced  stage  of  tuberculosis  died  three 
days  after  premature  delivery  in  the  seventh  month. 
Placenta  showed  numerous  caseous  tuberclps  with 
tubercle  bacilli.  Inoculation  of  guinea  pigs  with  por- 
tions of  placenta  gave  positive  results.  Child  died  on 
twenty-eighth  day.  Autopsy  showed  miliary  tubercles 
in  lungs,  liver,  spleen,  and  endocardium  of  right  heart. 
Typical  tubercle  bacilli  present.  Inoculation  of  rabbit 
with  portions  of  fetal  organs  gave  positive  results. 
The  tuberculous  endocarditis  is  of  especial  interest  as 
the  first  case  noted  in  infants. 


1894,  Lehmank  {Berl. 
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B.   PBOBABLE  OB  DOUBTFUL  OASES. 

(Diagnosis  restiiiff  upon  anatomical  appearances  [gross  or  microscopical]  only,  without 
demonstration  of  presence  of  tubercle  bacilli;  or  doubtful  because  of  age  of  child, 
non-elimination  of  possible  syphilis,  extra-uterine  infection,  etc.) 


1886,  DupuY  (Discus,  de 
VAcad.  de  MM,,  26 
Apr.,  1825). 

1886,  HnssoN  {ibid,). 


1868,  Webes  {BeitrOge 
z,path,  Anat.  desNeu- 
^edorn.,  1852,11,64). 

1861,  Jacobi  {Compt, 
rend,  du  devuti^me 
congris  de  la  tuberc, 
18dl,  327). 


1868,  Demhe  (Bericht 
Uber  die  Thdtigkeit  des 
Jennerschen  Kindersp, 
in  Bern,  1868,  No.  6). 


1878,  Chabbin  {Soc,  des 
^i.  Mid.  de  Lyon^ 
1873,  No.  19). 


1876,  Dbmme  (Bericht 
Uber  die  Thdtigkeit  des 
Jennerschen  Kindersp. 
in  Bern,  1875,  No.  13). 


1876,  MEBKEii  (Ohlen- 
dorff  Zeitschr.  f.  klin. 
Afeci.,1884,8,  Heft6). 


Dupuy  found  tuberculosis  of  the  suprarenal  in  the 
sixth-month  fetus  of  a  phthisical  mother.  Anatomical 
evidence  only.    Doubtful  case. 

Found  caseating  and  softened  tubercles  in  the  lung 
of  a  seven-month  fetus  of  a  woman  suffering  from  ad- 
vanced pulmonary  tuberculosis.  Evidence  anatomical 
only.    Case  very  doubtful. 

Makes  the  statement  that  he  had  many  times  ob- 
served tuberculous  cavities  of  the  size  of  half  a  lobe  in 
children  under  the  age  of  three  months.    Very  doubtful. 

(Not  published  until  1891.)  Seven-month  fetus  of 
a  mother  suffering  from  chronic  pulmonary  tubercu- 
losis had  numerous  caseating  tubercles  in  liver,  spleen, 
pleura,  and  peritoneum.  Probable  case.  Anatomical 
evidence  only. 

Two  cases.  (1)  Boy  of  five  weeks.  Sick  from  birth 
with  fever  and  cough,  showed  on  autopsy  caseous 
nodules  in  both  lungs  and  infiltration  of  bronchial  and 
tracheal  glands.  Mother  died  of  chronic  pulmonary 
tuberculosis  soon  after  delivery.  (2)  Child  died  on 
seventeenth  day  after  delivery.  Similar  to  first  case. 
Tuberculosis  in  mother  shown  by  physical  signs.  Both 
cases  doubtful. 

Seven-and-a-half  month  child  of  tuberculous  mother, 
died  three  days  after  birth.  Autopsy  showed  wide- 
spread tuberculosis  of  abdomen  and  abdominal  organs. 
Scattered  tubercles  in  lungs.  Probable  case.  Anatomi- 
cal evidence  only. 

Female  child,  twelve  days  old,  of  tuberculous  mother. 
Autopsy  showed  caseous  bronchial  glands,  and  numerous 
caseating  nodules  in  both  lungs.  In  right  apex  and 
right  lower  lobe  many  cavities  size  of  pea  to  a  cherry. 
Mesenteric  glands  unchangdd.  Doubtful  case.  Ana- 
tomical evidence  only. 

(Not  reported  until  1884  by  Ohlendorflf.)  In  January, 
1875,  patient  developed  pleuritis,  followed  by  bronchial 
3atarrh  and  infiltration  of  apices.  In  February  she 
conceived.  In  June  showed  tuberculous  laryngitis.  By 
October  patient  had  to  be  fed  with  tube.  Child  was 
born  on  November  4.  On  the  6th  the  mother  died,  au- 
topsy showing  tuberculous  cavities  and  miliary  tubercu- 
losis. Child  was  very  atrophic;  was  born  with  small 
yellow  tumor  on  hard  palate.  On  second  day  this  dis- 
charged cheesy  material;  abscess  then  developed  in  left 
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greater  trochanter.  Child  died  of  inanition.  Autopsy 
showed  caseous  nodule  in  hard  palate  infiltrating  the 
bone,  caseation  of  cervical  glands,  caseous  nodule  be- 
hind left  hip  joint,  not  affecting  joint.  Probable  case. 
Anatomical  evidence  only. 

Female  child,  aged  twenty-five  days.  Mother  died  of 
catarrhal  pneumonia.  Autopsy  of  child  showed  in  the 
middle  of  the  right  cerebellar  hemisphere  a  caseating 
tubercle  of  the  size  of  a  hazel  nut.  The  microscopical 
examination  showed  the  appearance  of  caseating 
tubercle.    No  tuberculosis  elsewhere.    Doubtful. 

States  that  in  autopsies  of  infants  dying  during  the 
first  months  of  life  he  had  often  found  tuberculosis  of 
such  advanced  stage  as  to  make  a  congenital  origin  very 
probable.  He  refers  also  to  cases  of  "wirklich  con- 
genitaler  Tuberculose "  reported  by  Ancell,  Langstaff, 
Husson,  Chaussier,  Dupuy,  Andral,  Lobstein,  Scanzoni, 
Rilliet  and  Barthez,  Charrin  and  Demme.  All  of  these 
cases  doubtful. 

Tuberculous  mother,  aged  seventeen  years.  Child 
died  on  the  ninth  day  after  birth.  Autopsy  showed 
two  small  cavities,  filled  with  caseous  material,  in  pos- 
terior margin  of  lower  right  lobe.  Microscopical  ex- 
amination confirmed  the  gross  diagnosis  of  tuberculosis. 
Very  probable  case.  Anatomical  evidence.  (Berti  re- 
ports a  second  very  doubtful  case  which  may  be  entirely 
ruled  out.) 

^o  cases:  (1)  Child  dying  on  twenty-first  day. 
Autopsy  showed  advanced  tuberculous  ulceration  of 
intestine.  (2)  Child  dying  on  twenty-ninth  day  of  pul- 
monary tuberculosis.  Both  cases  very  doubtful.  His- 
tory meager.  Evidence  anatomical  only.  Extra-uterine 
infection  not  excluded. 

Female  child  of  tuberculous  mother,  dying  five  weeks 
after  delivery.  Child  ill  for  three  weeks  with  cough  and 
attacks  of  vomiting.  No  evidence  of  syphilis.  Died 
in  eighth  week.  Autopsy  showed  advanced  caseous 
tubercles  of  lung,  liver,  spleen,  and  kidneys.  Bronchial 
and  mesenteric  glands  enlarged,  but  not  caseated.  In- 
testines not  ulcerated.  One  tracheal  gland  caseated. 
Probable. 

Female  child,  aged  eleven  weeks,  of  tuberculous 
mother.  Autopsy  showed  extensive  cavity  formation  in 
right  lower  lobe.  Doubtful.  Extra-uterine  infection 
not  excluded. 

Three-months-old  child,  with  extensive  caseation  and 
cavity  formation.  Mother  healthy;  father  tuberculous. 
Very  doubtful.    Extra -uterine  infection  not  excluded. 
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chir.Presse^  Budapest, 
1886,22,830). 
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1888,  HuouENiN  (cited 
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1892,  Sabwey  (Arch.  f. 
Gyn.,  1892,43). 


In  eight  cases  out  of  five  hundred  autopsies  on  chil- 
dren in  the  early  months  of  life  tuberculous  cavities 
(large  or  small)  were  found  in  lower  lung  lobes.  Elxtra- 
uterine  infection  not  excluded.  Statement  too  inexact. 
Very  doubtful.    Evidence  anatomical  only. 

Pound  in  16^1  autopsies  of  children  under  two  years 
of  age  416  cases  of  tuberculosis.  One  died  on  third  day, 
one  in  second  week,  one  in  third  week,  three  at  about 
three  and  one-half  weeks,  fourteen  in  second  month, 
119  in  third  month.    No  detailed  account  of  these  cases. 

In  996  autopsies  under  second  year,  eighteen  cases  of 
tuberculosis;  two  dying  in  the  first  fourteen  days  after 
birth.    No  detailed  account. 

Out  of  1,005  cases  of  surgical  tuberculosis  in  chil- 
dren from  one  to  fifteen  years  of  age  examined  within 
two  years,  four  cases  observed  which  he  regards  as  of 
undoubted  congenital  origin  :  one  child,  six  weeks  old, 
with  classical  signs  of  tuberculosis  of  knee  existing 
from  birth;  one,  one  month  old,  tuberculous  osteo- 
arthritis fourteen  days  after  birth;  one,  three  weeks 
old,  tuberculous  abscesses  in  left  tarsus  and  right  mal- 
leolar regions ;  one,  sixteen  days  old,  tuberculous  ostitis. 
Regarded  as  impossible  for  extra-uterine  infection.  (In 
another  child  of  two  months,  right-sided  tuberculous 
epididymitis  with  fistula.  Scrotal  engorgement  some 
days  after  birth.  Few  details  given  concerning  parents. 
Doubtful.) 

Two  cases :  one  dying  at  the  age  of  seven  weeks  of 
general  tuberculosis ;  one  of  premature  birth  in  the 
seventh  month,  with  general  tuberculosis  and  cavity 
formation  in  left  apex.  Doubtful.  Evidence  anatomi- 
cal.   No  details. 

In  a  large  number  of  autopsies  on  children  dying  of 
tuberculosis,  meningitis  found  in  one  aged  fourteen 
days,  in  two  aged  three  weeks,  in  one  aged  six  weeks, 
and  in  four  aged  eight  weeks.  Evidence  not  conclusive. 
No  details. 

Child  eight  days  old,  of  mother  in  advanced  florid 
tuberculosis  developing  during  pregnancy.  Died  of 
caseous  pneumonia.  General  tuberculosis.  Large  case- 
ous nodules  in  liver.  Probable  case.  Anatomical  evi- 
dence only. 

Monster  (cranioschisis)  delayed  delivery.  Born  in 
eleventh  month.  Mother  apparently  healthy.  Father 
with  cough  and  sputum.  Child  showed  caseous  and 
partly  calcified  nodules  in  upper  cervical  vertebrae. 
Guinea  pigs  inoculated.  Three  out  of  six  developed 
tuberculosis  after  three  months.  Very  doubtful.  No 
tubercle  bacilli  at  point  of  inoculation. 
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Stillborn  monster  (encephalocele).  Caseating  ab- 
scesses in  three  uppermost  cervical  vertebrae.  No 
bacilli  found.  Evidence  only  anatomical.  Details  not 
given.    Very  doubtful. 

(Observations  of  Parrot.)  Child  of  eighteen  days. 
Deep  tuberculous  ulcers  in  intestine.  Caseation  of 
tracheal  and  bronchial  glands.  Most  probably  congeni- 
tal, as  the  extensive  changes  could  hardly  have  occurred 
from  extra-uterine  infection. 

Twenty-two  other  cases  of  tuberculosis  in  children 
under  three  months;  one,  four  weeks  old;  one,  five 
weeks  (premature  birth);  two,  six  months;  five,  two 
months ;  eight,  two  and  one-half  months ;  five,  two  and 
three-quarter  months.  No  details  given.  All  doubtful 
cases.    Purely  clinical  observations. 

Child  six  weeks  old  with  bronchial  catarrh  and 
otitis  tuberculosa.  Died  four  and  one-half  weeks  later. 
Autopsy  showed  extensive  tuberculosis  of  both  lungs, 
diaphragm,  liver,  and  kidneys,  with  advanced  caseation. 
Wassermann  believed  case  to  be  acquired  from  the 
relative  of  mother  with  whom  the  latter  and  child  had 
resided  for  a  short  time  when  child  was  ten  days  old. 
Correctness  of  this  opinion  questioned  by  Baumgarten 
and  LebkQchner.    Very  doubtful  case. 

Reports  three  cases,  aged  thirty-one  days,  thirty-eight 
days  and  sixteen  weeks  respectively,  of  combined  tuber- 
culosis and  syphilis.  Mother  in  first  and  third  cases 
tuberculous.  Autopsies  of  children  showed  advanced 
tuberculosis  in  all  three  cases. .  Tubercle  bacilli  present. 
Age  of  children  and  the  fact  that  congenital  syphilis 
predisposes  to  rapid  development  of  tuberculosis  make 
these  cases  doubtful. 

Child  three  weeks  old  showed  caseous  tubercles  in 
lung,  spleen,  bronchial,  and  mesenteric  glands.  Doubt- 
ful case.    Full  details  not  given. 

Out  of  one  thousand  autopsies  on  children  there 
was  observed  three  times,  in  children  of  four,  five,  and 
six  weeks,  an  intense  tuberculosis  of  bronchial  glands, 
which  he  regarded  as  congenital.  No  details  given. 
Doubtful. 

Mentions  one  case,  dying  on  the  twentieth  day,  of 
premature  birth.  Mother,  suffering  from  advanced 
tuberculosis,  died  shortly  after  the  child.  On  autopsy 
child  found  to  have  caseous  bronchial  glands,  and 
miliary  tuberculosis  in  lungs,  none  in  liver,  alimentary 
tract,  or  spleen.  Regarded  as  probably  congenital  from 
advanced  nature  of  lesions.    Doubtful. 
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1897,  Henoch  (Forle*. 
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Berlin,  1807). 


1898,    BoNirxT    (Lyon, 
ir^d.,  1898, 87, 224). 


1899,   Johnson    {PhiL 
Med,  J.,  1809,  S,  2S1) 


1899,  F.  LebkOchneb 
( Arbeit.  au»  dempath,- 
anat.  Inatitut  ku  TU- 
bingeriy  1899,  S). 


1900,  Fbiedmann 
(DeuUch,  med.  Wchn- 
tchr.,  1900, 26). 

1900,  Ltlb  (Phil,  Med, 
J.,  1900,  5,  219). 


Father  died  of  tuberculosis.  Child  ill  from  sixth 
week  with  multiple  tuberculous  abscesses  over  entire 
body.  Died  in  fourth  month  of  inanition.  Autopsy 
showed  advanced  pulmonary  tuberculosis,  intestinal 
tuberculosis,  and  caseation  of  lymph  glands.  Very 
doubtful.    Extra-uterine  infection  not  excluded. 

Mother  died  of  pulmonary  tuberculosis  two  months 
after  delivery.  Male  child,  Ul  from  birth^  died  at  three 
months.  Autopsy  showed  both  lungs  studded  with 
caseous  tubercles,  tuberculous  ulcers  in  ileum,  caseous 
tuberculosis  in  mesenteric  glands,  kidneys,  spleen,  and 
liver.  Fatty  liver.  Stage  of  lesions,  and  the  fact  of  ill- 
ness from  birth,  the  child  having  been  kept  from  danger 
of  infection,  given  as  reasons  for  regarding  case  probable. 

White  female  child  bom  of  mother  with  tuberculosis 
of  bladder.  At  birth  infant  very  weak,  small;  could  not 
nurse.  Emaciation  increased.  Made  efiforts  at  cough- 
ing. Died  during  a  profuse  pulmonary  hemorrhage. 
Father  healthy.  Urine  of  mother  contained  blood,  pus, 
and  tubercle  bacilli.  Placenta  probably  tuberculous 
(see  below).  Autopsy  of  child  showed  extensive  tuber- 
culosis of  right  lung,  pleura,  and  pericardium;  miliary 
tuberculosis  of  left  lung.  Tubercle  bacilli  could  not  be 
found  in  fetal  organs.  Evidence  not  complete,  but 
most  probably  a  case  of  congenital  tuberculosis. 

Two  cases:  (1)  Mother  of  tuberculous  family,  suspi- 
cious symptoms,  but  case  not  certain.  Child  short  of 
breath  and  coughed  from  birth.  On  section  advanced 
tuberculosis  in  all  organs.  (2)  Case  similar,  but  child 
older.  The  first  case  may  be  regarded  as  probable, 
though  evidence  is  incomplete, 

Child  twenty-six  days  old,  with  solitary  tubercle  in 
right  apex.    Not  conclusive. 

Negress,  twenty-two  years  of  age,  in  seventh  month 
of  pregnancy,  suffering  from  chronic  pulmonary  tuber- 
culosis. Died  two  days  after  premature  delivery.  Au- 
topsy showed  chronic  tuberculosis  of  both  lungs  and 
intestinal  ulceration.  Placenta  appeared  normal.  Child 
apparently  full-term;  weighed  about  three  pounds.  Ill 
from  birth;  subnormal  temperature  for  four  weeks,  fol- 
lowed by  fever;  died  in  eighteenth  week.  Autopsy  re- 
vealed extensive  tuberculosis  of  lungs,  liver,  spleen,  and 
kidneys;  tubercle  bacilli  present  in  the  caseous  areas. 
The  great  number  of  tubercles  of  same  advanced  stage, 
the  fact  that  child  was  ill  from  birth  and  had  been  kept 
under  such  conditions  as  to  exclude  possibility  of  infec- 
tion, are  the  reasons  adduced  for  considering  this  case 
as  congenital.  It  is  doubtful,  however,  because  of  the 
long  period  (nineteen  weeks)  between  birth  and  death. 
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II.    PLACENTAL  TUBERCULOSIS. 


A.      UNDOUBTED   CASES. 

(Diagrnosis  resting  upon  demonstration  of  both  histolo^cal  clianges  and  the  presence  of 
tubercle  bacilli  in  the  placenta.) 


Case  I.— Woman,  aged  twenty-six  years,  died  of  gen- 
eral miliary  tuberculosis  in  seventh  or  eighth  month  of 
pregnancy.  Male  child  removed  by  Caesarean  section 
five  minutes  after  death  of  mother;  showed  no  signs  of 
life.  Well-developed.  The  only  abnormal  changes 
found  were  two  grayish  nodules  in  the  right  apex. 
Pieces  of  liver  and  spleen  were  inoculated  into  guinea 
pigs.  General  appearance  of  placenta  was  normal.  In 
several  places  small  miliary  nodules,  grayish,  semi- 
translucent,  and  sharply  outlined,  were  found.  The 
microscopical  examination  of  fetal  liver  and  lungs 
gave  no  appearance  of  tuberculosis.  No  tubercle  bacilli 
found.  The  placental  nodules  presented  the  appear- 
ance of  typical  caseating  tubercles,  containing  few 
tubercle  bacilli. 

Case  II.— Mother  died  of  chronic  tuberculosis  of 
lungs  and  larynx.  Child  died  ten  days  after  birth. 
Presented  no  evidences  of  tuberculosis  at  autopsy. 
Typical  caseating  tubercles  containing  tubercle  bacilli 
found  in  the  placenta. 

Case  L— Woman,  aged  twenty-six,  in  seventh  or 
eighth  month  of  pregnancy,  died  of  chronic  pulmonary 
tuberculosis  and  miliary  tuberculosis.  Child  removed 
by  Caesarean  section;  lived  two  hours.  No  histological 
changes  of  tuberculosis  or  tubercle  bacilli  found  in 
•fetus.  Placenta  appeared  normal  to  the  naked  eye. 
Numerous  tubercle  bacilli  found  in  smears  from  pla- 
centa. Animal  inoculations  negative.  On  microscopi- 
cal examination  placenta  showed  typical  tubercles  in 
all  stages.    Tubercle  bacilli  in  large  numbers. 

Case  II. —  Mother,  aged  twenty-five,  died  of  general 
miliary  tuberculosis.  Fetus  removed  at  autopsy.  No 
evidences  of  tuberculoe  is  in  fetal  organs.  Tubercle 
bacilli  found  in  fetal  liver.  Periportal  tissue  and 
lymph  glands  without  anatomical  changes.  Animal 
inoculations  negative.  Typical  tubercles  containing 
tubercle  bacilli  found  in  placenta. 

Case  III.— Woman,  aged  thirty-three,  died  in  ninth 
month  of  pregnancy  of  chronic  pulmonary  tuberculosis. 
Child  removed  by  Caesarean  section;  dead  when  uterus 
was  opened.  Male  child,  showing  no  changes  of  tuber- 
culosis. No  tubercle  bacilli  found  in  fetal  tissues. 
Placenta  presented  no  naked-eye  appearances  of  tuber- 
culosis.   Animal  inoculations  with  fetal  tissue  negative. 


180^94,  Lehmann 
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1896,  Wabthin,  {Med. 
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1899,  Wabthin  ("Unus- 
nal  Localizations  of 
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Microscopically  the  placenta  showed  typical  tuber- 
cles in  varying  stages,  not  so  numerous  as  in  Cases  I 
and  II.    Tubercle  bacilli  present  in  large  numbers. 

Case  of  tubal  gestation  with  tuberculosis  of  tubes, 
placenta,  and  fetus.  Rupture  of  tubal  sac  in  fourth 
month;  operation.  Advanced  tuberculosis  of  tubes,  and 
wall  of  sac.  Chorionic  villi  involved  directly  by  exten- 
sion from  wall  of  tube.  Typical  tubercles  in  chorionic 
villi.    Pew  tubercle  bacilli  found. 

Mother,  far  advanced  in  tuberculosis,  died  three  days 
after  premature  delivery  in  seventh  month.  Placenta 
showed  numerous  caseous  tubercles  containing  tuber- 
cle bacilli.  Inoculation  of  guinea  pig  positive.  Child 
lived  twenty -six  days.  Autopsy  showed  extensive  tuber- 
culosis. 

In  one  of  fifty  successive  placentas  examined  at  the 
Stadt-Krankenhaus  in  Dresden  (Schmorl's  Laboratory) 
miliary  tubercles  in  all  stages  were  found  in  full-term 
placenta.  Contained  few  bacilli.  Nothing  known  of 
mother  or  child,  as  placenta  could  not  be  identified. 


1899,   Johnson    {Phil, 
Med,  J.,  1899,  4,  990). 


B.      PBOBABLE  GA8E. 

Mother  had  tuberculosis  of  bladder.  Child  lived  a 
little  over  three  months.  Ill  from  birth.  Autopsy' 
showed  extensive  and  old  tuberculous  lesions.  Placenta 
contained  necrotic  areas.  On  microscopical  examination 
areas  of  necrosis,  diffuse  inflammation,  and  foci  of  co- 
agulation necrosis  were  found.  No  giant-cells  and  no 
tubercle  bacilli.  The  character  of  the  changes,  as  shown 
by  the  figure  given,  makes  it  probable  that  the  placental 
lesions  were  tuberculous. 


III.    TUBERCLE  BACILLI  IN  FETUS  AND  PLACENTA 
WITHOUT  HISTOLOGICAL  CHANGES. 

A.      UNDOUBTED  CASES. 


(Diagnosis  resting  upon  the  demonstration  of  the  bacilli  by  staining  or  by  inoculation 

of  animals.) 

A  portion  of  the  lung  of  the  six  and  one-half  months^ 
fetus  of  a  tuberculous  mother,  dying  a  few  days  after 
delivery,  was  inoculated  into  the  peritoneal  cavity  of 
guinea  pigs.  Animals  died  of  general  tuberculosis  four 
months  afterward. 

Guinea  pig  inoculated  with  portion  of  placenta  from 
tuberculous  mother.  .  Result  positive. 


1888,  Landouzt  and 
Martin  (Rev.  deMid.y 
1883, 3). 


1886,  Karth  and  Char- 
RIN  (ibid.,  1885, 5, 659-72, 
cited  by  Friedmann). 

1891|  Herroott  and 
Haushalter  ( Ann,  de 
Oyn.e£d'0&<f.,1881,36, 
1,  100). 


Woman  dying  of  chronic  pulmonary  tuberculosis  in 
sixth  month  of  pregnancy.  Inoculation  of  guinea  pigs 
with  amniotic  fluid  positive.  The  only  case  of  the  kind 
recorded. 
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Seven-month  fetus  extracted  by  Caesarean  section 
from  mother,  twenty-three  years  of  age,  dying  of  miliary 
tuberculosis.  Tubercle  bacilli  found  in  fetal  liver, 
in  intervillous  spaces,  and  in  chorionic  villi.  No  histo- 
logical changes  of  tuberculosis  found.  Inoculation  of 
guinea  pigs  with  portions  of  fetal  liver  were  positive  in 
three  cases. 

Two  cases:  (1)  The  seven-month  fetus  of  a  tuber- 
culous mother  showed  no  histological  changes.  Inocu- 
lation of  guinea  pig  with  portions  of  fetal  organs  gave 
positive  results.  (2)  The  five-month  fetus  of  mother 
dying  of  tuberculosis  presented  no  histological  changes- 
Placenta  apparently  normal.  Inoculations  with  portions 
of  placenta  and  heart-blood  of  fetus  were  positive; 
inoculations  with  fetal  liver  doubtful;  inoculations  with 
portions  of  lung  and  brain  were  negative. 

The  seven-month  fetus  of  mother  dying  of  acute 
miliary  tuberculosis  showed  no  histological  changes. 
Bacilli  in  fetal  blood.  Inoculation  of  guinea  pig  with 
portions  of  placenta  and  fetus  gave  positive  results. 
Case  like  the  one  of  Schmorl  and  Birch-Hirschfeld. 

Mother  died  of  pulmonary  and  intestinal  tubercu- 
losis fourteen  days  after  delivery.  Child  died  on  fourth 
day.  Numerous  tubercle  bacilli  were  found  in  fetal 
liver,  spleen,  and  kidneys.  No  histological  changes 
found.  Inoculations  of  guinea  pigs  with  blood  from 
umbilical  cord  positive. 

Two  cases :  (1)  Mother  died  of  acute  miliary  tubercu- 
losis eight  days  after  abortion.  No  tuberculous  changes 
or  tubercle  bacilli  found  in  fetus.  Inoculations  of 
guinea  pigs  with  portions  of  liver  and  placenta,  and 
with  fetal  blood,  were  positive.  (2)  Mother  with  ad- 
vanced tuberculosis.  Child  died  ten  days  after  birth. 
No  tuberculous  changes  or  tubercle  bacilli  found  in 
fetus.  Inoculations  with  venous  blood,  portions  of  fetal 
organs,  and  placenta  were  positive. 

Three  cases  of  abortion  in  mothers  suffering  from 
general  tuberculosis.  No  histological  changes  found  in 
fetus  in  any  one  of  the  cases.  In  only  one  case  tubercle 
bacilli  were  found  in  the  fetal  liver,  periportal  tissue, 
and  lymph  glands.  The  placenta  in  each  case  con- 
tained bacilli  and  tubercles.  The  inoculation  with 
portions  of  fetal  organs  was  negative  in  all  three  cases. 

Portions  of  the  placentas  and  fetal  organs  from  six 
mothers  suffering  with  chronic  pulmonary  tuberculosis 
were  inoculated  into  animals,  with  positive  results  in 
four  cases.  In  one  case  tubercle  bacilli  were  found  in 
great  numbers  in  the  fetal  organs. 


1891,  Schmorl  and 
Birch-  Hirschfeld 
(Beitrdg,  z.  pcUh.  An- 
naL  u.  z.  allg,  PcUh., 
1891,9,428-39). 


1891,  Landouzt  {Rev, 
de  M4d,,  1891,  11,  411, 
431). 


1892,   AVIRAGNBT  {Uri' 
i<m  Mid.,  1882). 


1898,  Thiescelin  and 
LoNDB  {Mid,  mod.^ 
1893,  4,  896). 


1893,  LoNDE  (Rev,  de  la 
Tuberc,  1893,  125-43). 


1894,  Schmorl  and 
KocKEL  {Ziegler  Bet- 
trOge,  1894, 16). 


1895,  LoNDE  {Compt. 
rendus  Acad,  de  Sci.y 
1895, 121,  544). 
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1896,    BuooE    {Ziegler 
BettrOge,  1896, 19). 


1896,     DOL^RIB     AND 

BOUBOES     (Semaine 
mid.,  1896,  375). 


Eight-month  fetus  of  mother  with  miliary  tubercu- 
losis lived  but  thirty  hours  after  birth.  Mother  died 
shortly  afterward.  Tubercle  bacilli  were  found  in  the 
blood  from  the  umbilical  vein  and  in  the  liver  vessels. 
No  histological  changes  found.  Three  guinea  pigs  in- 
oculated with  blood  from  the  umbilical  vein.  Portions 
of  fetal  liver  and  lung  gave  positive  results. 

Mother  died  of  acute  miliary  tuberculosis  three 
weeks  after  delivery  of  a  seven-month  child.  The  mar- 
asmic  infant  died  five  weeks  after  birth.  No  tubercle 
bacilli  or  histological  changes  of  tuberculosis  found  in 
child.  The  inoculation  of  a  guinea  pig  with  the  heart- 
blood  of  the  child  gave  positive  result  of  special  inter- 
est, in  that  the  child  should  contain  bacilli  for  five 
weeks  without  occurrence  of  tissue  changes.  Case 
doubted  by  Hauser  and  Cornet  for  this  reason. 


B.      DOUBTFUL   CASES. 

(Regarded  as  doubtful  because  of  meagemess  of  details,  length  of  time  elai»ing  after 
inoculation,  lack  of  control  experiments,,  etc.) 


1888,  Landouzt  and 
Maktik  {Rev.  de  mid., 
1883). 


1890,  Abmanni  (X.  In- 
temat.  Med.  Cong,  in 
Berlin,  1890). 


1898,  Thiescelin  and 
liONDB  (Mid,  mod., 
1893,4,896). 


1898,   LoNDB  {Rev.  de 
(a  £ii6erc.a89342&-43). 


1895i,  Bak  and  Ren6n, 
{Annal.  de  Oyn.  et 
cl*06<f.,  18^,41,43,44; 
see  also  Sem.  mid., 
18^). 


Mother  died  of  tuberculosis  in  fifth  month  of  preg- 
nancy. Portions  of  the  placenta  and  twenty  to  twenty- 
five  drops  of  fetal  heart's  blood  inoculated  into  three 
guinea  pigs.  All  died  of  general  tuberculosis  four 
months  afterward.  Three  guinea  pigs  inoculated  with 
portions  of  fetal  liver,  lung,  and  brain  remained  alive. 

Mother  died  of  tuberculosis  in  seventh  or  eighth 
month  of  pregnancy.  Fetus  showed  no  histological 
changes.  Portions  of  spleen,  liver,  and  brain  were  in- 
oculated into  two  guinea  pigs.  One  died  four  months 
afterward  of  general  tuberculosis;  the  other  not 
affected.    Secondary  infection  of  pig  not  excluded. 

Mother  died  fourteen  days  after  delivery.  Had  pul- 
monary and  intestinal  tuberculosis.  Child  died  a  few 
days  after  birth.  No  autopsy.  Portion  of  placenta 
placed  in  peritoneal  cavity  of  guinea  pig  gave  positive 
result.    Actual  condition  of  child  not  known. 

Mother  died  of  tuberculosis  ten  days  after  delivery. 
Age  of  child  not  given.  No  autopsy.  Inoculation  of 
guinea  pig  with  portion  of  placenta  positive. 

Five  cases  of  delivery  of  tuberculous  mothers.  The 
blood  of  umbilical  vein  was  injected  immediately  into 
guinea  pigs.  Three  cases  gave  negative  results;  two 
were  positive.  Of  the  latter  one  case  showed  no  appar- 
ent lesions  in  placenta  or  fetus.  No  bacilli  found- 
Mother  had  late  stage  of  pulmonary  tuberculosis. 
Three  animals  were  inoculated  with  pieces  of  liver  and 
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lung  and  with  peritoneal  fluid.  The  one  inoculated 
with  portion  of  liver  had  local  lesion  and  general  tuber- 
culosis ;  the  one  inoculated  with  peritoneal  fluid  had 
tuberculosis  of  spleen,  but  no  local  lesion. 

The  second  case  is  very  doubtful,  secondary  infec- 
tion not  being  excluded.  Mother  had  tuberculous 
cavities  in  lungs.  Child  died  of  bronchopneumonia  on 
the  fortieth  day  after  birth.  Placenta  appeared  normal. 
Two  guinea  pigs  were  inoculated  with  blood  from  um- 
bilical vein;  one  negative;  the  other  developed  local 
and  general  tuberculosis. 

The  placentas  of  thirteen  tuberculous  mothers,  and  1895,  Boloonsbi  (The- 
in  a  few  cases  portions  of  the  fetus  also,  were  examined  s^^'  Paris,  1895.) 
for  tubercle  bacilli.  These  were  found  once  in  the 
maternal  blood.  In  eight  cases  in  which  the  fetus 
was  examined  histologically  and  animals  inoculated,  no 
histological  changes  were  found.  In  only  one  case  the 
inoculation  with  placenta  was  positive.  Report  inexact 
and  contradictory. 

Mother  had  chronic  tuberculosis.  Child  died  four  1896,  Henke  {Arbdt 
days  after  delivery.  Autopsy  showed  pneumonia  with  ««*  ^^^  path,-anat. 
fresh  tibrinous  pleuritis.  No  microscopic  changes  of  f^',^  *'  ^^*^'*^'*~' 
tuberculosis.  Portions  of  an  apparently  healthy  bron- 
chial gland  were  inoculated  into  guinea  pig.  Pig  showed 
general  tuberculosis  on  the  thirty-seventh  day.  Neither 
histological  changes  nor  tubercle  bacilli  could  be  found 
in  serial  sections  of  another  gland.  Author  excludes 
accidental  infection  of  inoculated  animal  and  regards 
case  as  a  typical  tuberculosis  inoculation.  No  control 
of  experiment.  Secondary  infection  of  wound  not  ex- 
cluded. 


A  number  of  investigators  have  also  examined  the  fetus  and 
placenta  of  tuberculous  mothers  for  tubercle  bacilli  and  evidences 
of  tuberculosis,  but  without  positive  results.  Leyden,  Wolff^ 
Houtinel,  Vignal,  Londe,  Grancher  and  Straus,  Bar  and  Ren6n, 
Bugge,  Borst,  Heinemann,  and  others  have  examined  fetal  and 
placental  tissues  for  tubercle  bacilli,  by  staining  and  inoculation 
of  animals,  with  negative  results.  On  the  other  hand,  such 
investigation  has  been  carried  out  in  cattle  by  a  large  number  of 
veterinarians  with  positive  results.  To  these  (Johne,  1885)  we 
owe  the  first  positive  proof  of  the  intra-uterine  transmission  of 
tubercle  bacilli. 

The  above  synopsis  of  the  literature  shows,  therefore,  a  paucity 
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of  thoroughly  studied  cases  bearing  upon  the  important  question 
of  human  placental  and  congenital  tuberculosis.  The  complete- 
ness of  the  study  which  we  have  been  able  to  give  one  case  makes 
it  of  especial  value  at  this  time. 

HISTORY  OF  CASE» 

Mrs.  H.  M.,  aged  twenty-seven,  was  seen  in  consultation  with  Dr.  Neil 
Gates,  of  Dexter,  Mich.,  Oct.  17, 1901. 

The  patient  complained  of  frequent  and  painful  micturition,  great  weak- 
ness, sweating,  and  cough. 

Father,  brother,  and  three  aunts  died  with  pulmonary  tuberculosis. 

Patient  has  been  married  between  three  and  four  years.  Has  one  child 
living  and  in  apparent  perfect  health.  She  has  always  done  housework.  She 
was  born  in  Colorado,  and  was  always  sickly  as  a  child.  At  the  age  of  two 
weeks  she  had  '*  a  severe  cold  in  the  head,  stopping  of  the  nose,  and  croupy 
cough."  These  symptoms  lasted  for  about  one  week,  and  were  followed  by 
"  breaking  and  discharge  "  from  both  ears.  Soon  after  the  beginning  of  the 
ear  symptoms  she  was  brought  from  Colorado  to  Michigan,  when  her  nose 
began  to  discharge  a  thick,  yellowish,  creamy  substance  in  abundance,  having 
an  offensive  odor  and  similar  to  the  discharge  from  the  ears.  The  left  ear 
discharged  more  than  the  right.  The  hearing  has  been  impaired  ever  since. 
An  out-of-door  life  resulted  in  a  moderately  quick  recovery  from  the  acute 
symptoms.    A  chronic  discharge  from  both  ears,  however,  persisted. 

Except  that  she  was  troubled  with  a  frequent  desire  to  urinate,  which 
was  a  noticeable  symptom,  she  was  well,  but  frail,  for  the  remainder  of  her 
childhood. 

Patient  began  to  menstruate  at  the  age  of  fourteen,  with  little  or  no  pain. 
For  a  year  or  more  prior  to  present  pregnancy,  menses  have  been  irregular, 
at  one  time  skipping  two  months.  The  flow  was  profuse,  at  times  lasting  six 
or  seven  days.    No  miscarriages. 

Seven  years  ago  micturition  began  to  be  more  frequent,  producing  a 
burning  sensation,  and  at  times  causing  actual  pain.  She  sought  relief  in 
many  ways,  but  was  unsuccessful.  After  her  marriage,  a  little  over  three 
years  ago,  these  symptoms  grew  worse,  and  since  that  time  it  has  been  neces- 
sary for  her  to  urinate  every  half -hour,  sometimes  every  fifteen  minutes.  This 
was  especially  noticeable  if  she  rode  in  a  carriage.  When  going  to  town,  a 
thirty-minute  drive,  she  was  obliged  to  get  out  of  the  carriage  two  and  some- 
times three  times.  The  amount  of  urine  at  each  micturition  was  small,  and 
toward  the  last  amounted  to  only  3  or  4  c.c.  For  the  last  six  months  she  has 
urinated  every  half-hour  through  the  night.  At  no  time  did  these  symptoms 
abate.  They  grew  steadily  worse.  Neither  her  husband  nor  her  mother  ever 
noticed  any  blood  in  patient's  urine  excepting  during  menstruation.  She 
never  complained  of  her  feet  or  her  legs  swelling,  nor  was  this  symptom  ever 
noticed  by  her  husband,  mother,  or  her  physician,  who  saw  her  frequently  for 
three  years. 

She  had  a  chronic  cough  for  a  year  or  two,  expectoration  always  being 


Digitized  by 


Google 


Casuistry  op  Placental  and  Congenital  Tuberculosis    155 

scant.  During  the  past  summer  her  cough  was  dry  and  distressing,  and  was 
unrelieved  by  taking  medicine.  She  has  had  attacks  of  sweating  until  present 
illness  began. 

Present  illness, —  On  Thursday,  October  3, 1901,  patient  went  to  a  county 
fair.  The  day  was  cold.  She  was  dressed  in  light  summer  clothes.  When 
she  reached  home,  after  a  drive  of  four  miles,  she  coihplained  of  being  very 
cold.  Her  lips  were  purple.  The  next  day  she  began  to  cough  very  hard. 
On  Sunday,  October  6,  she  had  a  fever,  and  Dr.  Gates  was  summoned.  Her 
temperature,  at  this  time,  **  was  102**  F.,  and  her  pulse  weak  and  rapid."  She 
was  put  to  bed,  and  soon  after  this  she  had  a  distinct  chill ;  her  temperature 
rose  higher,  and  she  complained  of  her  throat  being  sore.  From  this  time 
until  the  patient  was  seen  by  Dr.  Cowie  her  temperature  ranged  from  normal 
to  lOO**  F.  in  the  morning,  to  from  101  **  to  103°  in  the  evening. 

She  was  first  seen  by  Dr.  Cowie  on  the  afternoon  of  October  17, 1901,  two 
weeks  after  she  was  taken  ill,  She  looked  very  weak  and  tired.  She  was 
sweating  profusely  all  over,  more  markedly  on  the  forehead.  Her  eyes  were 
bright,  her  cheeks  flushed,  and  her  sespiration  quick  and  shallow.  The 
appearance  of  her  face  was  like  that  of  croupous  pneumonia.  Her  speech  was 
slow.  She  suffered  much  pain  from  micturition,  which  now  occurred  every 
five  or  ten  minutes.  Her  temperature  was  101°,  pulse  110  and  fairly  strong, 
respiration  about  40.    She  was  in  about  the  fifth  (?)  month  of  pregnancy. 

PHYSICAL  EXAMINATION. 
(October  17, 1901.) 

The  patient  is  emaciated ;  musculature  is  small  and  wasted.  All  of  the 
ribs  are  visible.  The  skin  is  slightly  sallow,  except  over  the  face  where  it  is 
flushed.  The  panniculus  is  very  thin.  There  are  lineae  albican tiae  over  the 
lower  part  of  the  abdomen,  and  a  distinct  linea  fusca  below  the  umbilicus. 
There  is  no  edema.  The  hearing  is  impaired  in  both  ears.  She  has  a  dry 
cough,  but  no  expectoration.    Lies  in  active  dorsal  position. 

The  thorax  is  long ;  the  epigastric  angle  is  narrow.  The  breathing  is 
quick,  shallow,  and  labored,  the  accessory  muscles  being  brought  into  use. 
The  expansion  is  slight. 

Palpation, — The  vocal  fremitus  is  increased  on  both  sides,  particularly 
over  the  upper  left  lobe. 

Percussion, — There  is  impaired  resonance  over  the  upper  right  lobe, 
while  the  percussion  over  the  corresponding  area  on  the  left  elicits  a  dulness 
having  in  it  a  slight  resonant  quality.  The  note  is  distinctly  higher  and  its 
quality  duller  than  that  obtained  on  the  right  side.  Over  the  back  the  area 
of  impaired  resonance  is  more  extensive.  On  the  left  it  extends  to  the  lower 
border  of  the  scapula ;  on  the  right,  over  the  upper  third  of  the  scapula ; 
below  this  line  the  resonance  approaches  more  closely  that  of  a  normal  lung. 
Apices  and  lower  lung  borders  were  not  noted  at  the  time. 

Ausculation, — Inspiration  is  short  and  jerky ;  expiration  is  short,  but  is 
slightly  longer  than  inspiration  and  is  followed  by  a  short  pause.  Over  the 
left  upper  lobe  the  breathing  is  blowing,  and  a  number  of  fine  crackling  sub- 
crepitant  r&les  are  heard,  occasionally  a  dry  piping  rftle.    No  moist  rftles. 
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Over  the  upper  right  lobe  there  is  increased  vesicular  breathing.  Blowing 
breathing  is  heard  on  this  side  only  over  a  small  area  two  fingers  to  the  right 
of  the  sternum  in  the  second  intercostal  space.  There  are  no  rftles  below  or 
above  the  clavicle,  except  an  occasional  crackling  one.  No  friction  sounds 
are  heard. 

The  examination  of  the  heart  is  negative. 

Abdomen.—The  abdomen  is  markedly  above  the  level  of  ribs.  Pregnancy 
about  fifth  month  (?).  Fetal  movements  and  heart-beat  present.  Further 
examination  unsatisfactory. 

No  sputum  could  be  obtained.  Patient  was  too  weak  to  expectorate  and 
swallowed  the  little  she  raised.  No  microscopic  examination  was  made, 
because  no  sputum  could  be  obtained.  Her  sputum  had  never  been  examined 
for  tubercle  bacilli. 

Urine  was  obtained  per  catheter  under  sterile  conditions  in  a  sterile  bottle, 
but  by  mistake  the  bottle  was  thrown  out  by  one  of  the  family.  Large 
numbers  of  tubercle  bacilli  were  found  in  the  urine  obtained  from  the  blad- 
der at  autopsy  (see  autopsy  record).  '  (During  last  two  years  her  urine  had 
been  examined  chemically  a  number  of  times ;  albumin  was  a  constant  con- 
stituent.   No  microscopic  examination  was  made.) 

A  diagnosis  of  acute  miliary  tuberculosis  was  given  as  the  result  of  the 
consultation. 

Dr.  Cowie  did  not  see  the  patient  again  until  Monday,  October  21,  when 
the  case  appeared  to  be  approaching  rapidly  a  fatal  issue.  The  fetal  move- 
ments and  heart-beat  were  absent.  Relief  from  painful  micturition  was 
secured  by  the  use  of  a  sterilized  soft  rubber  catheter  retained  in  position. 

As  was  expected,  she  aborted  early  on  the  following  morning.  The  fetus 
gave  no  evidence  of  life.  The  fetus  and  membranes,  placenta  and  cord,  were 
taken  to  the  pathological  laboratory  almost  immediately  after  the  abortion. 
The  patient  died  on  the  same  day,  about  twelve  hours  later.  Through  the 
efforts  of  Dr.  Gates  an  autopsy  was  secured.  This  was  performed  by  Dr. 
Warthin,  at  11  a.m.,  October  23,  1901,  at  patient's  home  in  the  country. 
Measurements  and  weights  could  not  under  the  circumstances  be  obtained. 

AUTOPSY  PROTOCOL. 

Cadaver  of  slender  build.  No  anomalies  or  deformities.  Abdomen 
greatly  distended.  Muscles  small,  greatly  emaciated.  Rigor  mortis  present 
throughout.  Very  small  amount  of  panniculus.  Slight  edema  over  ankles. 
Body  heat  absent.  Skin  slightly  sallow ;  faint  linea  fusca  below  the  umbili- 
<;us.  Very  slightly  marked  linea  albicantiae  over  the  lower  portion  of  abdo- 
men. Moderate  hypostasis  over  back.  Post-mortem  percussion  gave  dulness 
over  both  lungs,  more  marked  over  the  left. 

Brain  and  spinal  cord  were  not  examined. 

No  fluid  in  peritoneal  cavity ;  peritoneal  surfaces  dry  and  sticky.  Trans- 
verse colon  enormously  distended,  lying  in  a  downward  curve  extending  below 
the  level  of  the  umbilicus.  Ascending  colon  slightly  distended ;  the  descend- 
ing also,  as  far  as  the  sigmoid,  is  greatly  distended.  Pelvis  filled  with  the 
enlarged  and  contracted  uterus.  Otherwise  the  position  of  abdominal  organs 
is  negative. 
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Diaphragm  at  fourth  intercostal  space  on  right,  fifth  rib  on  left. 

Mammae  small;  areolae  pale.  A  small  amount  of  colostrum  can  be 
expressed  from  the  nipples.  On  section  the  acini  are  hyperplastic,  the  ducts 
enlarged  and  filled  with  a  yellowish  viscid  fluid. 

Examination  of  mediastinum  negative.  No  remains  of  thymus.  The 
lungs  are  voluminous,  completely  covering  the  small  heart.  Apex  in  fourth 
intercostal  space  just  outside  the  left  parasternal  line.  No  fluid  in  pleural 
cavities.  Pleural  surfaces  cloudy.  No  adhesion  on  right ;  over  the  apex  and 
base  of  the  left  lung  there  are  old  firm  adhesions. 

Pericardial  fluid  slightly  increased  and  slightly  cloudy ;  subepicardial 
fat  somewhat  increased.  Parietal  pericardium  negative ;  a  few  remains  of 
old  adhesions  over  the  visceral  layer.  Heart  small,  size  of  cadaver's  right  fist. 
Yen  tricles  filled  with  cruor.  Right  auricle  contains  large,  white,  ante-mortem 
jelly  clot.  Walls  of  normal  thickness ;  fat  slightly  increased.  Heart  muscle 
firm.  Valvular  orifices  and  flaps  negative.  No  tubercles  in  heart  or  peri- 
cardium. 

The  left  lung  is  moderately  voluminous,  firm  and  inelastic,  especially  over 
the  lower  lobe,  where  it  is  almost  airless.  The  pleura  of  lower  lobe  is  cloudy 
and  covered  with  small  pin-point  nodules  which  on  section  are  firm,  semi- 
translucent,  and  showing  caseous  centers.  The  cut  surface  is  bluish-red, 
bleeds  freely;  it  is  studded  with  countless  small,  grayish,  pin-point  nodules, 
some  of  the  largest  showing  caseation. 

The  right  lung  is  voluminous,  of  much  lighter  color,  particularly  the 
upper  and  middle  lobes,  which  are  pink,  the  lower  one  red.  Beneath  the 
pleura  there  are  everywhere  small  pin-point  nodules,  somewhat  smaller  than 
those  of  the  left  lung.  Beneath  the  pleura  on  the  anterior  surface  of  the 
lower  lobe  there  are  several  flattened  tubercles  size  of  a  pea  and  deeply  pig- 
mented. On  section  the  centers  show  grayish  caseation.  The  section  of  the 
right  lung  is  similar  to  that  of  the  left,  showing  countless  miliary  tubercles 
about  the  size  of  a  pin-head,  very  few  being  caseous. 

Ante-mortem  white  clots  are  present  in  pulmonary  veins;  red  clots  in  the 
arteries.  The  bronchi  contain  a  large  amount  of  frothy  sputum;  their  mucosa 
is  deeply  injected.  The  bronchial  glands  are  enlarged;  softened,  moderately 
anthracosed,  and  contain  a  few  miliary  tubercles.  Careful  examination  of 
the  thoracic  du^t  shows  no  involvement  by  the  tuberculous  process.  The 
examination  of  esophagus  and  thoracic  vessels  is  also  negative. 

The  examination  of  nose^  tonsils,  pharynx,  larynx,  trachea,  cervical  ves- 
sels, and  nerves  is  negative.  The  thyroid  is  slightly  enlarged,  on  section 
negative.  Parathyroids  negative.  No  tuberculous  process  found  in  cervical 
lymph  glands. 

The  spleen  is  a  little  over  twice  as  large  as  normal;  its  capsule  slightly 
thickened.  Consistency  very  soft.  Organ  is  flattened.  There  are  two  shal- 
low notches  on  the  anterior  surface,  and  one  deep  one  on  the  posterior  edge. 
On  section  the  cut  surface  is  deep  bluish-red.  Scattered  throughout  the 
pulp  are  numerous  miliary  nodules,  hard  and  semitransljicent,  none  showing 
caseation. 

The  examination  of  the  adrenals  is  negative.    No  tuberculosis. 

The  left  kidney  is  enlarged.    The  fatty  capsule  is  rich  in  fat;  the  fibrous 
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capsule  is  adherent.  On  section  the  medullary  pyramids  are  found  to  be 
almost  entirely  destroyed,  and  replaced  by  tuberculous  abscesses  showing 
advanced  caseation  and  liquefaction.  The  abscess  cavities  are  filled  partly 
with  caseous  material  and  partly  with  a  thin  cloudy  fluid.  They  are  encap- 
sulated, the  capsule  consisting  of  a  dense,  firm,  hyaline  layer  of  connective 
tissue.  The  pelvis  is  greatly  dilated;  its  mucosa  thickened  and  ulcerated, 
presenting  numerous  caseating  nodular  masses.  The  cortex  is  very  pale, 
semi  translucent,  and  firm.  The  outlines  between  labyrinth  and  meduUary 
rays  almost  entirely  lost.  Miliary  tubercles  are  scattered  throughout  the 
cortex. 

The  right  kidney  is  much  smaller  than  the  left.  There  are  encapsulated 
tuberculous  abscesses  in  the  pyramids.  Otherwise  the  appearance,  is  similar 
to  that  of  the  left. 

The  ureters  are  dilated,  their  mucosae  thickened.  They  contain  cloudy 
urine  and  caseous  material.  The  bladder  contains  two  tablespoonfuls  of  thick 
cloudy  fluid.  The  mucosa  is  thickened,  covered  with  fibrin  flakes  and  cheesy 
material,  and  presenting  small  erosions  or  ulcerations. 

The  examination  of  the  stomach,  large  and  small  intestines,  appendix, 
and  rectum  is  negative,  with  the  exception  of  the  distention  noted  above. 

The  liver  is  much  enlarged;  capsule  negative.  On  section  the  cut  surface 
shows  a  moderate  nutmeg  appearance.  No  tubercles  visible  to  the  naked  eye. 
The  gall-bladder  contains  a  small  amount  of  bile;  no  stones  are  present.  The 
examination  of  the  portal  vein  is  negative. 

The  external  labia  are  edematous  and  purplish-red  in  color.  The  vagina 
is  dilated;  its  mucosa  deeply  congested  and  covered  with  a  bloody  discharge. 
The  examination  of  the  urethra  is  negative.  The  uterus  is  the  size  of  a  large 
cocoanut;  presents  the  appearance  of  a  postpartum  organ.  It  is /irmly  con- 
tracted and  lies  deep  in  the  pelvis.  Cervix  is  dilated;  no  laceration.  Uterine 
vessels  greatly  congested.  Placental  site  in  upper  right  anterior  portion  of 
fundus.  Some  placental  tissue  in  situ  covered  with  large  blood-clots.  Entire 
endometrium  covered  with  decidual  shreds  and  large  clots.  On  section  the 
decidua  at  the  placental  site  shows  thrombosed  sinuses.  No  evidences  of 
tuberculous  processes  visible  to  naked  eye. 

No  pathological  changes  in  the  tubes  or  ovaries  apparent  to  the  naked 
eye.  True  corpus  luteum  in  left  ovary.  The  blood-vessels  of  the  broad  liga- 
ment are  enormously  congested. 

The  examination  of  bones,  joints,  and  other  peripheral  structures  is 
negative. 

Portions  of  all  organs  were  fixed  in  formalin,  mercuric  chloride,  and  alco- 
hol; imbedded  in  paraffin,  and  stained  with  ordinary  stains.  Specific  stains 
for  tubercle  bacilli  (carbol  fuchsin)  and  fibrin  (Weigert's)  were  also  employed. 

MICROSCOPICAL. 

I*ungr«.— Sections  taken  from  different  portions  of  both  lungs  show  a 
general  miliary  tuberculosis  of  both  organs.  The  majority  of  the  tubercles 
are  in  a  stage  of  advanced  caseation,  many  of  them  showing  much  formation 
of  reticulum  and  beginning  encapsulation.  Giant  cells  are  present  in  large 
numbers  in  the  majority.    In  many  of  the  larger  branches  of  both  pulmonary 
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arteries  and  veins  miliary  tubercles  are  found  projecting  into  the  lumen  of 
the  vessel  and  apparently  arising  from  the  wall  of  the  vessel  (hematogenous 
metastasis).  Tubercle  bacilli  are  found  in  abundance  in  the  caseating 
nodules.  The  advanced  caseation,  the  abundant  reticulum,  and  the  attempt 
at  encapsulation  seen  in  many  of  the  tubercles  justify  the  diagnosis  of  sub- 
acute miliary  tuberculosis.  The  sections  show  further  a  marked  congestion, 
edema,  and  extensive  pneumonia. 

Bronchial  glands. —  Scattered  miliary  tubercles  of  same  stage  of  develop- 
ment as  those  in  the  lungs. 

Heart  muscle, —  Slight  atrophy  and  fatty  degeneration.  Slight  fatty 
infiltration  beneath  epicardium.    No  tubercles  found  in  heart. 

Spleen. — Numerous  miliary  tubercles  scattered  throughout  pulp,  of  same 
stage  of  development  as  those  in  lungs.  Marked  congestion.  Coagulation 
necrosis  of  some  of  the  follicles. 

Adrenals. — Negative,  post-mortem  change  of  medullary  portioi^ 

Kidneys. — The  large  abscesses  in  the  medullary  pyramids  are  tubercu- 
lous; the  abscess  cavity  filled  with  caseating  material;  the  wall  of  the  abscess 
composed  of  epithelioid  tissue  containing  numerous  giant  cells.  There  is 
also  a  distinct  capsule  formation  about  the  largest  abscesses.  The  medullary 
structure  between  the  tubercles  is  for  the  greater  part  destroyed.  The  cor- 
tical portion  presents  the  appearance  of  a  primary  interstitial  nephritis. 
Scattered  throughout  the  cortex  are  numerous  miliary  tubercles  of  various 
stages  of  development.  The  pelvis  shows  an  advanced  stage  of  tuberculosis. 
The  largest  branches  of  the  renal  vein  are  involved  in  the  tuberculous  process. 
The  advanced  stage  of  the  lesions  in  the  kidneys  justifies  the  diagnosis  of 
chronic  tuberculosis  of  the  kidney,  with  resulting  secondary  interstitial 
nephritis. 

Liver. —  Countless  miliary  tubercles  occur  in  sections  taken  from  all 
parts  of  the  organ.  They  are  for  the  greater  part  of  smaller  size  than  those 
of  the  lung,  but  show  also  advanced  caseation,  reticular  formation,  and  in 
some  instances  encapsulation.  Giant  cells  are  numerous.  There  are  also 
many  small  epithelioid  tubercles  without  caseation.  The  other  changes 
found  are  those  of  moderate  chronic  passive  congestion  (nutmeg  liver). 

Pancreas,  stomach,  and  intestines. — Negative. 

Ovaries. —  In  the  left  ovary  there  is  present,  just  beneath  the  surface,  a 
corpus  luteum  of  oval  shape,  measuring  1x1  cm.  The  lutein  cells  are  atro- 
phic and  vacuolated.  The  protoplasm  of  many  is  fragmented,  and  the 
nucleus  does  not  stain.  Within  the  corpus  luteum  there  are  scattered  miliary 
epithelioid  nodules  showing  case&tion  and  numerous  giant  ceUs.  In  one  por- 
tion several  confluent  tubercles  occur,  and  these  show  abundant  reticulum 
and  beginning  encapsulation.  The  lutein  cells  immediately  about  the  tuber- 
cles are  vacuolated  or  necrotic.  With  the  exception  of  two  small  epithelioid 
tubercles  containing  giant  cells,  but  not  showing  caseation,  no  tubercles  were 
found  in  other  portions  of  the  left  ovary  or  in  any  portion  of  the  right.  No 
other  pathological  changes  were  found  in  either  ovary. 
Tzi6e8.— Negative;  no  tubercles  found. 

r/terus.— Uterine  wall  shows  the  characteristic  changes  of  the  pregnant 
uterus.    No  tubercles  found  in  wall.    Endometrium  gives  the  appearances  of 
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poet-partum  decidua  at  full  term.  No  tubercles  found  in  decidua.  In  the 
decidual  and  subplacental  sinuses  there  are  numerous  hyaline  thrombi  char- 
acterized by  the  presence  of  leucocytes,  the  nuclei  of  which  are  undergoing 
disintegration.  The  chromatin  oft  the  nuclei  is  broken  into  small  granules, 
or  in  other  cases  it  is  represented  by  dififuse  blue  staining.  The  thrombi 
are  composed  partly  of  fibrin  and  partly  of  fused  red  ceUs  (agglutination 
thrombi).  Tubercle  bacilli  are  found  in  great  numbers  in  these  thrombi,  and 
they  also  lie  scattered  among  the  red  cells  in  the  placental  and  decidual 
sinuses.  At  the  points  where  the  thrombi  are  adherent  to  the  wall  of  sinus 
or  vessel  slight  changes  may  be  found  in  the  wall,  either  of  the  nature  of  a 
necrosis  or  beginning  epithelioid  proliferation,  with  an  occasional  character- 
istic giant  ceU.  No  caseating  tubercles  were  found.  In  some  of  the  larger 
thrombi  the  central  portion  of  the  hyaline  substance  shows  beginning  lique- 
faction. The  majority  of  the  thrombi  containing  tubercle  bacilli,  however, 
present  no  appearances  with  ordinary  stains  that  would  distinguish  them 
from  the  hyaline  clots  and  thrombi  found  in  the  decidual  sinuses  under 
normal  conditions,  unless  it  be  the  almost  universal  occurrence  of  a  diffuse 
chromatin -staining  in  their  central  portions. 
BtocWer.— Tuberculous  cystitis. 

BACTEBIOLOGICAL   EXAMINATION. 

Tubercle  bacilli  were  found  in  great  numbers  in  the  urine  taken  from  the 
bladder  at  autopsy,  in  the  caseous  material  from  the  kidney,  and  in  the 
tubercles  found  in  the  lung  and  liver,  and  in  the  thrombi  of  the  uterine  and 
decidual  sinuses.  No  bacilli  found  free  in  the  blood  in  the  vessels  in  any 
organ  except  in  the  uterus. 

PATHOLOGICAL    DIAGNOSIS. 

Chronic  primary  tuberculosis  of  the  kidneys;  subacute  miliary  tuber- 
culosis of  lungs,  liver,  and  spleen;  tuberculous  cystitis;  tuberculosis  of 
corpus  luteum  verum;  tuberculous  thrombosis  of  decidua;  general  maras- 
mus; abortion. 

FETUS. 

(The  fetus  and  placenta  were  brought  to  the  pathological  laboratory  as 
soon  as  possible  after  the  abortion.)  • 

Male  fetus,  25  cm.  long,  weight  about  250  g.,  attached  to  middle  of 
placenta  by  cord  30  cm.  long  and  5  mm.  in  diameter.  Near  the  middle  of  the 
cord  there  are  several  small  nodular  thickeningft.  On  section  these  present 
no  pathological  changes.  The  genital  organs  are  perfectly  formed.  The 
finger  and  toe  nails  are  perfect.  The  head  is  co#red  nC^  a  fine  down;  no 
down  on  body.  The  shoulder  breadth  is  9  cm.;  the  trochanter  distance  4  cm.; 
circumference  of  cranium  20  cm.  On  section  the  right  testis  was  found  in 
the  inguinal  canal,  the  left  one  just  above  the  internal  ring.  Careful  exami- 
nation of  all  the  internal  organs  revealed  no  macroscopic  evidences  of  tuber- 
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culoeis  or  other  abnormality.    The  age  of  the  fetus  was  placed  in  the  late 
sixth  or  early  seventh  month. 

About  one  hundred  blood-smears  were  made  from  the  fetal  blood  of  heart, 
hepatic  vessels,  spleen,  and  umbilical  vein.  A  young  and  healthy  guinea  pig 
was  inoculated  with  a  beef-tea  suspension  of  the  fetal  liver.  All  of  the 
internal  organs  were  fixed  in  mercuric  chloride,  imbedded  in  paraffin,  stained 
with  hematoxylin  and  eosin  for  histological  study,  and  with  carbol-fuchsin 
and  methylene  blue  for  the  presence  of  tubercle  bacilli.  Weigert*s  fibrin 
stain  and  other  methods  were  also  employed  in  the  study  of  the  thrombi 
found  in  the  blood-vessels. 

mioboscopical  examination. 

The  careful  search  of  sections  taken  from  all  the  fetal  organs  failed 
to  reveal  any  change  of  structure  suggesting  tuberculosis.  The  only  patho- 
logical changes  found  were  a  few  small  thrombi  in  the  interlobular  vessels  of 
the  liver.  These  were  hyaline  in  character,  staining  deep-red  with  eosin,  and 
containing  but  few  leucocytes.  No  necrobiotic  changes  were  observed  in  the 
latter.  The  hyaline  material  forming  the  thrombi  gave  the  fibrin  reactions 
only  in  part,  the  remaining  portion  appearing  to  consist  of  agglutinated  red 
blood-cells.  Staining  with  carbol-fuchsin  showed  the  presence  of  tubercle 
bacilli  in  the  thrombi  and  also  free  in  the  hepatic  vessels.  No  evidences 
of  degeneration  or  proliferation  of  the  cells  of  the  blood-vessel  or  tissues 
in  the  neighborhood  of  the  thrombi  could  be  found.  Staining  of  the  blood- 
smears  made  from  the  fetal  liver  showed  the  presence  of  bacilli  in  one  out 
of  twenty  smears.  In  the  blood-smears  stained  with  hematoxylin  and  eosin 
the  number  of  megaloblasts  and  poly  chroma  tophile  cells  seemed  greatly 
increased  in  numbers  as  compared  with  blood-smears  taken  from  another 
fetus  of  about  the  same  age. 

BACTERIOLOGICAL. 

A  young  and  healthy  guinea  pig  was  inoculated  with  a  beef-tea  suspen- 
sion of  fetal  liver  on  October  22,  1901.  The  animal  showed  an  increase  of 
temperature  and  began  to  lose  weight  in  the  second  week  after  the  inocu- 
lation. The  loss  of  weight  and  fever  continued  steadily,  and  by  December  2, 
the  pig  appeared  very  iU;  would  not  move  from  corner  of  cage.  It  was 
chloroformed  and  examined  immediately  after  death.  Small  caseating 
nodules  were  found  at  point  of  inoculation.  In  the  posterior  peritoneal 
wall  there  were  a  number  of  white  nodules  of  the  size  of  a  pin-head.  The 
omentum  was  rolled  up,  greatly  thickened,  and  on  section  showed  a  cut  sur- 
face studded  with  numerous  miliary  nodules,  many  of  which  presented 
yellowish,  softened  centers.  The  mesenteric  glands  were  enlarged,  but 
showed  no  maocoscopic  evidences  of  tuberculosis.  The  liver,  lungs,  and 
spleen  were  studaed  with  innumerable  grayish  or  yellowish  pinhead  nodules, 
many  showing  a  central  caseation.  Scattered  nodules  similar  to  these  were 
also  present  in  the  kidneys.  The  staining  of  smears  made  from  some  of  the 
caseating  nodules  showed  the  presence  of  numerous  tubercle  bacilli.  The 
microscopical  examination  of  sections  of  omentum,  liver,  lungs,  spleen,  and 
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kidneys  showed  the  nodules  to  present  the  characteristic  appearances  of 
miliary  tubercles  in  varying  stages  of  caseation.  Staining  of  the  sections 
with  carbol-fuchsin  likewise  showed  the  presence  of  tubercle  bacilli  in  these 
lesions. 

A  second  pig  was  inoculated  with  a  beef-tea  suspension  of  the  liver  of 
pig  No.  1  on  December  2.  On  the  next  day  the  animal  showed  an  increase  of 
temperature,  and  from  this  time  gradually  lost  weight.  On  December  18  it 
gave  birth  to  two  young  ones.  Three  days  afterward  both  mother  and  young 
died.  Autopsy  of  mother  showed  a  marked  generaUy  miliary  tuberculosis. 
This  was  confirmed  by  microscopic  examination  and  by  the  inoculation  of  a 
third  pig.  Other  pigs  were  inoculated  with  beef-tea  suspension  of  the  livers 
of  the  two  young  of  pig  No.  2.  The  inoculated  animals  remained  in  perfect 
health  months  afterwards.  No  evidences  of  tuberculosis  found  in  the  organs 
of  young. 

PATHOLOGICAL   DIAGNOSIS. 

Bacteriemia  (tubercle  bacilli)  of  fetal  blood,  and  agglutination  throm- 
bosis without  histological  changes  of  tuberculosis. 

PLACENTA. 

Placenta  nearly  round,  disk-shaped,  about  15  cm.  in  diameter  and  3  cm. 
thick.  Cord  attached  to  middle.  Naked-eye  inspection  showed  nothing  that 
with  certainty  could  be  regarded  as  pathological.  Whitish  and  yellowish 
areas,  varying  in  size  from  a  pinhead  to  that  of  a  cherry,  were  found  on  the 
cut  surface,  but  in  every  way  resembled  the  smaU  anemic  infarcts  found  in 
the  normal  placenta.  The  organ  was  cut  into  parallel  strips  about  5  mm.  in 
breadth.  Half  of  these  were  fixed  in  mercuric  chloride  and  half  in  4  per 
cent,  formalin.  When  after-hardened  in  alcohol  the  placental  tissue  appeared 
thickly  strewn  with  small  grayish  spots.  The  entire  organ  was  imbedded  in 
paraffin.  Sections  were  taken  from  each  block,  and  many  of  the  latter  were 
'  wholly  cut  up  into  serial  sections.  Ordinary  stains— carbol-fuchsin,  Wei- 
gert's  fibrin  stain,  polychrome  methylene  blue,  kresyl  violet,  tri-acid  stain, 
etc.,  were  used  in  the  study  of  the  sections. 

MICROSCOPICAL    EXAMINATION. 

Cord. — Sections  showed  no  histological  changes  of  tuberculosis. 

Intervillous  spaces. —  On  examining  the  sections  of  the  placenta  stained 
with  hematoxylin  and  eosin  one  is  immediately  struck  by  the  presence  in  the 
intervillous  spaces  of  small,  round,  hyaline,  red-staining  masses  of  a  fibro- 
granular  or  nearly  homogeneous  structure,  and  containing  a  varying  number 
of  leucocytes.  They  vary  in  size,  but  the  majority  are  of  about  the  same 
dimensions.  As  seen  in  the  mounted  specimen,  when  held  against  the  light, 
they  are  about  the  size  of  a  small  pinhead.  In  general  they  resemble  the 
masses  of  fibrin  found  in  the  intervillous  spaces  of  every  normal  placenta,  but 
at  once  attract  attention  by  their  more  regular  outline,  and  by  the  fact  that 
in  nearly  every  one  the  leucocytes  in  the  central  portion  of  the  mass  show  a 
marked  karyorrhexis,  the  disintegration  and  diffusion  of  their  chromatin 
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giving  a  bluish  or  violet  stain  to  the  center  of  the  mass.  Closer  inspection 
shows  also  that  many  of  these  small  masses  contain  characteristic  giant  cells 
with  peripherally  arranged  nuclei.  These  giant  cells  do  not  resemble  the 
syncytial  buds  or  offshoots ;  serial  sections  show  that  most  of  them  lie  in  the 
central  part  of  the  hyaline  and  flbrogranular  masses,  and  are  not  connected 
with  the  villi.  In  the  central  portion  of  the  larger  masses  there  is  a  more 
finely  granular  appearance,  resembling  caseation.  The  giant  cells  in  some 
instances  are  involved  in  this  central  disintegration.  About  the  border  of  the 
masses  the  leucocytes  stain  better,  the  outlines  of  their  nuclei  being  preserved. 

In  the  great  majority  of  the  smaller  masses  no  ceUs  of  epithelioid  or 
fibroblastic  type  are  found.  The  only  elements  constituting  the  mass  are : 
<1)  a  groundwork  of  a  hyaline,  lumpy,  or  flbrogranular  substance  staining  red 
with  eosin ;  (2)  in  the  meshes  of  this,  leucocytes  showing  more  or  less  karyor- 
rhexis;  (3)  occasional  giant  cells  with  peripherally  arranged  nuclei,  in  all 
respects  resembling  the  characteristic  giant  cells  of  tuberculous  processes. 
With  eosin  the  ground  substance  of  these  masses  resembles  fibrin;  with 
Weigert's  fibrin  stain  the  greater  part  of  it  does  not  stain  like  fibrin,  it 
stains  with  various  methods  as  red  blood-cells  do ;  and  in  many  cases  a  direct 
transition  can  be  seen  from  red  cells  forming  the  periphery  of  the  mass  into 
the  hyaline,  lumpy  substance  forming  the  central  portion.  The  general 
appearances  and  the  staining  reactions  of  this  substance  are  the  same  as  those 
of  hyaline  thrombi  composed  of  red  cells ;  and  they  correspond  in  all  respect^ 
to  the  agglutination-thrombi  described  by  Flexner. 

Staining  with  carbol-fuchsin  and  methylene  blue  shows  the  presence  of 
varying  numbers  of  tubercle  bacilli  in  all  of  these  thrombi.  Free  bacilli  are 
also  found  in  the  blood  of  the  intervillous  spaces. 

The  agglutination  thrombi  in  some  instances  lie  directly  upon  the  syncy- 
tium of  the  viUi,  which  does  not  show  any  perceptible  changes.  In  other 
cases  the  syncytial  covering  of  the  villus  is  partly  absent,  and  the  thrombus 
rests  directly  upon  the  stroma  of  the  villus.  In  these  cases  a  proliferation  of 
the  cells  of  the  stroma  has  taken  place,  and  cells  of  a  fibroplastic  or  epithelioid 
type  have  penetrated  into  the  thrombus  mass.  The  appearances  are  therefore 
more  like  those  of  an  epithelioid  tubercle.  In  several  instances  giant  cells  of 
characteristic  type  are  found  in  the  stroma  of  the  villus,  apparently  arising 
in  situ.  In  many  places  the  syncytium  not  only  does  not  seem  to  be  affected 
by  the  proximity  of  the  tuberculous  thrombus,  but  has  evidently  extended 
over  and  partly  surrounded  the  mass  attached  to  the  villus. 

Larger  areas  of  thrombosis  are  found  filling  up  the  spaces  between  a 
number  of  villi,  the  latter  showing  necrosis.  The  appearances  are  similar  to 
those  of  an  ordinary  placental  infarct,  except  for  the  central  caseation  and 
the  presence  of  giant  cells  unlike  those  of  the  syncytium.  Occasional  large 
areas  are  found  resembling  caseous  necrosis.  Outlines  of  necrotic  villi  are 
seen  in  the  mass,  and  with  Weigert's  fibrin  stain  it  is  found  to  be  made  up  of 
stringy  fibrin  and  of  a  lumpy,  hyaline  substance  which  does  not  stain  like 
fibrin.  With  carbol-fuchsin  and  methylene  blue  tubercle  bacilli  in  great 
numbers  are  found  scattered  throughout  these  larger  masses.  In  a  few  places 
plume-like  colonies  of  tubercle  bacilli  are  found.  Very  few  giant  cells  are 
found  in  the  larger  areas. 
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Chorionic  villi, — The  villi  resemble  those  of  a  placenta  of  about  the  sixth 
or  seventh  month,  the  stroma  showing  but  little  myxomatous  character, 
except  in  the  younger  offshoots,  that  of  the  larger  villi  resembling  fibrous 
connective  tissue.  As  mentioned  above,  tuberculous  thrombi  are  in  some 
cases  attached  to  the  syncytium,  which  shows  no  apparent  changes,  or  in 
other  cases  to  the  denuded  surface  of  the  villus,  which  shows  at  such  points 
an  epithelioid  proliferation  with  formation  of  giant  cells  and  beginning  casea- 
tion. Tubercle  bacilli  are  found  in  scanty  numbers  in  these,  and  also  rarely 
*Yree  in  the  intercellular  spaces  of  villi,  showing  no  histological  changes.  In 
the  chorionic  vessels  of  both  large  and  small  size  numerous  thrombi  resem- 
bling those  of  the  intervillous  spaces  are  seen.  These  also  contain  tubercle 
bacilli.  No  changes  in  the  intima  of  such  thrombosed  vessels  can  be  made 
out.  In  the  majority  of  cases  the  thrombus  is  not  attached  to  the  vessel  walL 
On  the  whole,  the  villi  show  relatively  slight  change,  the  most  striking  find- 
ings being  those  of  the  intervillous  spaces.  The  usual  infarcts  of  the  villi  are 
present  in  perhaps  an  excessive  degree. 

Decidua.— The  so-called  decidual  septa,  as  well  as  the  upper  portion  of 
the  decidua  serotina,  show  areas  of  caseation  —  necrosis,  collections  of  disin- 
tegrating leucocytes,  and  masses  of  fibrin.  In  these  areas  tubercle  bacilli  are 
also  abundant. 

In  regard  to  the  origin  of  the  giant  cells  in  the  agglutination  thrombi,  it 
would  seem  that  the  majority  are  derived  from  leucocytes.  Smaller  multi- 
nuclear  cells  resembling  transitional  cells  occur.  No  evidence  could  be  found 
of  their  origin  from  syncytium.  In  the  villi  whose  stroma  was  involved  the 
appearances  suggested  an  origin  from  the  connective-tissue  cells. 

Bacteriological.—  Staining  of  placental  sections  showed  the  presence  of 
great  numbers  of  tubercle  bacilli,  the  majority  in  the  maternal  blood,  but 
o<3Curring  also  in  the  chorion ic  tissues  and  in  the  fetal  circulation. 

On  October  22  a  guinea  pig  was  inoculated  intraperitoneally  with  a  thick 
beef -tea  suspension  of  placenta.  At  the  same  time  many  smears  of  placental 
blood  were  stained  for  tubercle  bacilli,  but  none  were  found.  The  animal 
became  ill  within  a  week,  with  high  temperature  and  loss  of  weight,  and  died 
on  the  forty-third  day.  Unfortunately  the  body  was  destroyed  by  the  janitor 
before  an  autopsy  was  made,  but  the  course  of  the  animal's  illness  leaves 
practically  no  doubt  as  to  the  nature  of  its  disease. 

Pathological  dto^nosts.— Agglutination  thrombi  of  intervillous  spaces 
due  to  tubercle  bacilli;  tuberculosis  of  chorionic  villi;  tuberculous  thrombi  in 
chorionic  vessels. 

SUMMARY. 

The  important  features  presented  by  this  case  are:  Woman 
in  fifth  month  of  pregnancy,  with  chronic  tuberculosis  of  kid- 
ney and  general  miliary  tuberculosis;  abortion;  death;  tubercu- 
lous thrombosis  of  placental  sinuses  and  intervillous  spaces; 
tuberculosis  of  placenta;  tuberculous  thrombi  in  fetal  blood; 
presence  of  free  tubercle-bacilli  in  fetal  circulation  without  his- 
tological changes. 
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A  comparison  of  this  case  with  the  other  cases  of  placental 
tuberculosis  reported  shows  that  the  changes  found  in  these  cases 
are  apparently  identical  with  those  described  above;  viz.,  that  the 
so-called  placental  tubercles  are  for  the  chief  part  intervillous 
thrombi  containing  giant  cells  and  showing  caseation.  It  would 
appear  that  the  first  steps  in  the  development  of  placental  tuber- 
culosis consists  in  the  formation  by  tubercle  bacilli  in  the  inter- 
villous spaces  of  thrombi  composed  of  fibrin  and  agglutinated  red 
cells,  and  that  the  villi  appear  to  be  secondarily  involved.  The 
fact  that  the  thrombi,  even  when  resting  upon  the  syncytium,  do 
not  appear  to  damage  it,  except  in  those  cases  where  the  villus  is 
almost  entirely  or  wholly  surrounded  by  the  thrombus,  as  well  as 
the  more  striking  fact  that  the  syncytium  may  even  grow  out  upon 
or  partly  around  the  thrombi,  speaks  for  a  marked  resisting  power 
on  the  part  of  the  syncytial  layer  against  the  tuberculous  process. 
That  this  resistance  is  at  last  ineffectual  is  also  shown  by  the 
destruction  of  both  syncytium  and  stroma,  and  by  the  occurrence 
of  tuberculous  proliferation  of  the  cells  of  the  chorionic  stroma. 
It  is,  therefore,  highly  probable  that  the  origin  of  placental 
tuberculosis  is  largely  or  chiefly  dependent  upon  intervillous 
thrombosis. 

The  presence  of  so  many  tubercle  bacilli  in  the  maternal 
sinuses  and  intervillous  spaces,  when  none  could  be  found  else- 
where in  the  maternal  blood-vessels,  is  a  point  of  great  signifi- 
cance. If  tubercle  bacilli  or  other  micro-organisms  gain  access 
to  the  maternal  circulation,  it  would  seem  reasonable  to  believe 
that,  from  the  conditions  in  the  placental  sinuses — large  amount 
of  blood  and  relatively  slow  current — they  would  tend  to  collect 
in  these  blood-spaces  and  here  give  rise  to  pathological  dis- 
turbances. Such,  indeed,  seems  to  have  been  the  case  in  this 
instance.  Here  undoubtedly  great  numbers  of  bacilli  were  free 
in  the  general  circulation,  and  these  collecting  in  the  placental 
sinuses,  and  caught  in  the  fibrin  there,  multiplied,  caused  throm- 
bosis, and  excited  tuberculous  proliferation  in  the  chorionic 
stroma.  If  such  great  numbers  may  collect  here  in  the  case  of 
general  miliary  tuberculosis,  is  it  not  also  probable  that  in  cases 
of  local  or  chronic  tuberculosis  in  the  mother,  in  which  only  a 
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few  bacilli  escape  into  the  circulation,  these' few  are  also  likely  to 
collect  in  the  uterine  and  placental  sinuses?  Their  further  devel- 
opment would  depend  then  wholly  upon  their  ability  to  multiply 
under  the  conditions  present  there.  The  germicidal  action  of  the 
blood  may  suffice  to  inhibit  or  destroy  small  numbers,  and  it  is 
probable  that  only  under  certain  conditions,  or  when  present  in 
the  blood  in  large  numbers,  their  growth  is  possible. 

If  multiplication  does  take  place,  and  agglutination  and  coagu- 
lation of  the  blood  result,  it  is  very  probable  that  both  of  these 
processes  serve,  within  certain  limits,  to  protect  the  placental 
tissues  against  tuberculous  involvement.  If  the  number  of  bacilli 
is  very  great  and  many  agglutination  thrombi  are  formed,  the 
villi  become  secondarily  involved,  possibly  in  part  as  the  result 
of  circulatory  and  nutritional  disturbances.  The  microscopical 
appearances  presented  by  our  case  certainly  convey  the  impres- 
sion that  the  syncytium  possesses  a  greater  degree  of  resistance 
to  tubercle  bacilli  than  does  the  stroma  of  the  villus.  If  the 
latter  become  infected,  it  is  the  result  of  a  passage  of  bacilli 
through  an  intact  syncytium  or  through  a  surface  of  the  villus 
denuded  of  its  syncytium.  It  is  impossible  to  say  positively 
from  our  studies  of  this  case  that  the  former  had  actually  hap- 
pened. Villi  with  apparently  intact  syncytial  covering  were  found 
with  free  tubercle  bacilli  in  the  spaces  of  the  stroma;  and  epi- 
thelioid proliferation  and  giant  cells  were  found  under  similar 
conditions.  Therefore,  it  does  not  seem  safe  to  go  so  far  as  to 
affirm  that  an  intact  syncytium  will  not  permit  the  passage  of 
bacteria. 

In  any  case,  this  point  is  not  of  such  great  moment  if  it  is  true 
that  a  denuded  chorionic  surface  will  permit  the  passage  of  bac- 
teria. It  is  generally  assumed  by  those  who  regard  the  placenta 
as  a  secure  filter  against  micro-organisms  that  the  syncytium  of 
the  normal  placenta  is  everywhere  intact.  Such  is  not  the  case. 
From  its  earliest  period  the  chorion  shows  progressive  atrophy  and 
growth.  Anemic  infarcts  are  constantly  present,  and  through 
such  damaged  areas  bacillary  transmission  may  occur.  In  the 
later  months  of  pregnancy  the  placenta  is  a  senile  organ,  containing 
many  infarcts  and  many  chorionic  villi  with  damaged  syncytium. 
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There  are,  therefore,  opportunities  for  the  passage  of  bacteria 
through  such  senile  villi.  In  these  cases  it  is  very  probable  that 
the  fibrinous  deposit  which  forms  over  such  villi  is  a  very  impor- 
tant factor  in  preventing  such  transmission. 

As  to  the  fetus,  it  seems  remarkable  that  so  many  bacilli 
could  be  present  in  its  circulation  without  causing  changes  other 
than  those  of  thrombosis.  This  may  be  explained  by  a  more 
recent  passage  of  the  bacilli  through  the  placenta,  the  time  being 
too  short  for  changes  to  have  occurred ;  or  by  the  assumption  of 
a  diminished  virulence  on  the  part  of  the  bacilli;  or  by  a  relative 
or  absolute  immunity  on  the  part  of  the  fetal  tissues.  The  sec- 
ond consideration  may  be  thrown  out,  as  the  inoculation  of  the 
guinea  pig  with  fetal  blood  resulted  in  an  unusually  rapid  and 
virulent  infection.  Further  observations  and  investigations  will 
be  necessary  to  settle  the  important  question  of  immunity  of  the 
fetal  tissues.  Can  it  be  proved  that  such  an  immunity  exists, 
and  that  tubercle  bacilli  may  live  for  some  time  in  the  fetal  tis- 
sues without  causing  histological  changes,  the  theory  of  latent 
congenital  tuberculosis  will'  receive  a  tremendous  impulse. 

It  must  not  be  forgotten  that  evidence  favoring  this  has  already 
been  advanced,  and  that  several  cases  have  been  reported  in  which 
such  latency  of  tuberculosis  seemed  very  probable  (see  the  case 
above  of  Dol^ris  and  Bourges,  1896).  Such  a  latency  in  the  case 
of  congenital  typhoid  seems  probable  in  the  case  described  by 
Blumer,  in  which  a  child,  bom  five  months  after  the  mother  had 
typhoid,  died  of  typhoid  infection  nine  days  after  birth.  The 
apparent  immunity  of  the  fetal  tissues  to  a  number  of  poisons  is 
also  well  known. 

CONCLUSIONS. 

1.  In  the  case  of  the  entrance  of  tubercle  bacilli  (miliary 
tuberculosis  or  chronic  tuberculosis)  or  other  micro-organisms 
into  the  maternal  blood  during  pregnancy,  the  conditions  of  the 
circulation  in  the  placental  and  uterine  sinuses  favor  their  collec- 
tion there. 

2.  If  the  bacilli  are  capable  of  multiplication,  the  first  step  in 
the  development  of  tuberculosis  of  the  placenta  appears  to  be  an 
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agglutination  and  coagulation  thrombosis  of  the  maternal  blood 
in  the  intervillous  spaces.  The  formation  of  such  thrombi  around 
the  multiplying  bacilli  may  to  some  degree  be  protective  in  inhibit- 
ing or  restricting  their  growth. 

3.  The  syncytium  appears  to  possess  a  certain  degree  of  resist- 
ance against  tubercle  bacilli,  the  tuberculous  thrombi  in  many 
cases  being  attached  to  an  apparently  normal  syncytium,  and 
occasionally  the  latter  may  even  be  found  extending  over  the 
thrombus. 

4.  The  question  of  the  passage  of  tubercle  bacilli  through  an 
apparently  normal  syncytium  still  remains  open. 

5.  In  the  case  of  destruction  of  the  syncytial  covering,  the 
stroma  of  the  chorionic  villi  may  become  involved  in  a  tuberculous 
process  either  directly  or  by  an  extension  from  a  tuberculous 
thrombus.  The  syncytium  of  the  normal  placenta  is  not  intact 
throughout,  processes  of  decay  and  growth  occurring  in  the  chori- 
onic villi  from  the  earliest  stages  of  pregnancy.  In  the  later 
months  the  placenta  is  a  senile  organ,  presenting  in  many  places 
an  atrophic  or  necrotic  syncytium  (infarcts),  and  through  such 
damaged  areas  a  passage  of  micro-organisms  may  take  place. 
The  deposit  of  fibrin  found  so  frequently  over  such  damaged 
areas  may  exert  a  protective  action  against  such  passage. 

6.  Tubercle  bacilli  may  be  found  free  in  the  reticular  spaces 
and  blood-vessels  of  the  chorionic  villi  without  the  occurrence  of 
histological  changes  of  tuberculosis. 

7.  The  fetal  blood  may  contain  great  numbers  of  tubercle 
bacilli  without  other  changes  than  small  agglutination  thrombi 
being  present  in  the  fetus.  Inoculation  shows  these  bacilli  to 
retain  their  virulence.  From  this  it  may  be  assumed  that  the 
fetal  tissues  are  relatively  immune  to  the  action  of  the  tubercle 
bacillus. 

8.  Granting  such  an  immunity,  it  is  possible  that  living 
tubercle  bacilli  may  be  present  in  the  fetus  and  newborn  child 
without  exciting  histological  changes;  and,  developing  some  time 
after  birth,  may  then  give  rise  to  characteristic  tuberculous 
lesions.  A  true  latent  congenital  tuberculosis  therefore  is  both 
possible  and  probable;  but  additional  investigations  are  necessary 
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PLATE  VIII. 


Fig.  5. 
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to  settle  the  question  of  the  frequency  of  such  an  event.  The 
commonly  accepted  dicta  regarding  congenital  tuberculosis  are 
probably  extreme.  It  is  not  at  all  unlikely  that  it  is  of  much 
more  common  occurrence  than  is  generally  supposed. 

EXPLANATION  OP  PLATES  VI,  VII,  VIII. 

Pig.  1.— Small  agglutination  thrombus  in  intervillous  space.  Thrombus 
is  composed  of  red  cells,  fibrin  and  leucocytes.  Large  giant  cell  near  center. 
Magnification:  135. 

Pig.  2.— High-power  view  of  tuberculous  thrombus  seen  in  Pig.  1.  Mag- 
nification: 500. 

Pig.  3.— Numerous  agglutination  thrombi  in  intervillous  spaces.  Out- 
lines of  red  cells  can  be  seen  in  several.  Contained  numerous  tubercle  bacilli. 
Magnification:  135. 

Pig.  4.— Tubercle  involving  villus.    Magnification:  175. 

Pig.  5.— Tuberculous  thrombus  attached  to  chorionic  stem.  Syncytrium 
absent  at  point  of  attachment,  but  can  be  seen  extending  over  and  around 
thrombus.    Magnification:  135. 

Pig.  6.— Chorionic  stem  with  vessel  (at  right)  containing  agglutination 
thrombus.  Numerous  tubercle  bacilli  were  found  in  thrombus.  Magnifica- 
tion: 65. 
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III.  Results. 

1.  Total  number  on  various.media. 
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3.  Special  intestinal  forms. 
a)  Anaerobes. 

h)  B.  coli  group. 
,  c)  Streptococci. 
d)  Other  special  groups. 

IV.  Conclusions. 
V.  References. 

I.      INTBODUCTION. 

Baotebia,  like  other  living  things,  are  within  narrow  limits 
adapted  to  their  environment ;  and  in  general  the  different  kinds 
of  micro-organisms  will  be  found  in  fullest  activity  only  under 
certain  rather  definite  conditions.  Each  disease  has  its  specific 
microbe,  each  different  process  of  decomposition  or  fermentation 
is  carried  on  by  its  own  group  of  bacteria,  and  water,  air,  and 
milk  have  their  more  or  less  constant  flora.  A  priori^  we  might 
expect  to  find  the  same  law  operating  in  regard  to  sewage.  To 
quote  from  Jordan  (1),  one  of  the  earliest  American  investigators 
of  this  subject:  "The  sewage  itself — a  nutritive  medium  of 
varying  composition  and  richness  —  will  contain  only  those 
species  capable  of  living  and  holding  their  own  in  the  continual 
struggle  for  existence.  So  far  as  the  conditions  of  life  in  sewage 
differ  from  conditions  of  life  elsewhere,  so  far  will  the  sewage  be 
inhabited  by  species  peculiarly  adapted  to  those  conditions;  just 
as  we  find,  for  example,   that,  among  the  multitude  of  bacteria 

*  Received  for  publication  October  28,  1903. 

170 


Digitized  by 


Google 


Changes  in  Bacterial  Floba  of  Sewage  171 

taken  into  the  human  alimentary  canal,  only  a  few  species 
normally  find  fit  conditions  for  development." 

So  Laws  and  Andrewes  (4)  recognized  the  fact  that  sewage, 
especially  when  stored,  might  contain  certain  characteristic  forms. 
"Sewage  may  be  a  favorable  medium  for  the  growth  of  one 
species,  an  unfavorable  one  for  another.  The  latter  will,  there- 
fore, tend  to  disappear  from  older  sewage,  which  will  contain 
larger  and  larger  numbers  of  those  particular  organisms  for  which 
it  is  a  suitable  soil."  Such  a  process  as  is  here  postulated  has 
been  studied  in  the  case  of  milk  by  H.  W.  Conn  and  W.  M. 
Esten  (15),  with  very  striking  results.  They  find  that,  on 
allowing  milk  to  stand  at  the  room  temperature,  there  is  an 
enormous  increase  in  the  total  number  of  bacteria  present,  which  at 
first  are  of  many  different  kinds.  Gradually,  however,  the  per- 
centage of  lactic  acid  forming  bacteria  rises,  until  often  it 
reaches  as  high  as  99  per  cent.  Thus  in  the  struggle  for  exist- 
ence those  best  fitted  to  survive  and  multiply  have  overrun  the 
rest,  and  there  results  an  almost  pure  culture  of  a  single  group. 

Experimental  evidence  as  to  the  existence  of  true  sewage 
bacteria  in  any  such  sense  as  this  has,  heretofore,  been  meager. 
Numerous  observers  have  recorded  the  total  number  of  bac- 
teria present  in  crude  sewage;  but  without  reference  to  their 
kinds.  Laws  and  Andrewes  (4),  for  example,  report  from  two  to 
eleven  million  per  cubic  centimeter  in  various  London  sewages, 
while  Clowes  (9)  found  three  million  and  a  half  at  the  Crossness 
outfall,  and  nearly  four  million  at  Barking.  The  number  of 
bacteria  in  American  sewage  is  somewhat  less.  The  average  of  the 
bacteriological  analyses  of  the  Lawrence  Street  sewage  from  1894 
to  1901,  as  published  in  the  annual  reports  of  the  Massachusetts 
State  Board  of  Health,  was  2,800,000;  and  two  twenty-four  hour 
examinations  of  Boston  sewage,  made  at  the  Sanitary  Research 
Laboratory  of  the  Massachusetts  Institute  of  Technology  during 
the  summer  of  1903,  gave  an  average  of  3,660,000.  It  is  also 
well  recognized  that  when  sewage  is  stored  under  favorable  con- 
ditions these  numbers  are  greatly  increased.  Laws  and  Andrewes 
(4)  found  33,800,000  bacteria  per  cubic  centimeter  after  three 
days'  storage  of  London  sewage  in  a  glass  bottle  and  an  interest- 
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ing  series  of  chemical  and  bacteriological  analyses  of  stored 
sewage,  made  by  the  Massachusetts  State  Board  of  Health  in 
1894(3),  showed  the  relations  still  more  clearly.  The  bacterio- 
logical results  of  the  experiment  were  as  follows: 

TABLE  I. 

Number  of  Bacteria  per  Cubic  Centimeter  in  Fresh  and  Stored  Sewage 
{XXVL  Ann.  Rep.  Mass.  S.  B.  H.  for  1894). 


Day 

Hour 

Bacteria 

Day 

Hour 

Bacteria 

Mar.  11 

10:30  A.  M. 

1,190,000 

Mar.  13 

10:30  a.m. 

12,810,000 

11 

12-.30P.M. 

1,085,000 

14 

10:30  A.  M. 

11,235.000 

11 

3:00  p.m. 

1,505.000 

15 

10:30  a.m. 

6,825,000 

11 

6:00  p.m. 

1,530,000 

16 

10:30  a.m. 

4,485,000 

12 

8:00  a.m. 

20,475.000 

18 

10:30  a.m. 

3,420.000 

12 

12:00  M. 

23,100,000 

19 

10:30  A.  M. 

2,341,000 

12 

5KX)  p.  M. 

20,000,000 

This  examination  shows  a  marked  increase  in  the  total 
number  of  bacteria  up  to  twenty-five  and  one-half  hours,  at  which 
time  there  were  twenty  times  as  many  bacteria  present  as  in  the 
fresh  sewage,  followed  by  a  gradual  decrease  in  numbers  to  the 
end  of  the  week. 

The  figures  quoted  throw  no  light,  on  the  nature  of  the 
organisms  present ;  and,  on  the  other  hand,  those  observers  who 
have  isolated  and  described  certain  species  of  bacteria  found  in 
sewage  have  usually  ignored  the  relative  preponderance  of  the 
diflFerent  types.  Jordan  (1)  at  Lawrence,  Roscoe  and  Lunt  (2), 
Laws  and  Andrewes  (4),  and  Clowes  and  Houston  (10)  in  England 
have  recorded  some  fifty  species  from  this  source.  The  last  two 
papers  cited,  as  well  as  the  first  report  of  Clowes  (9)  to  the  London 
County  Council,  contain,  some  figures  which  are  both  qualitative 
and  quantitative  as  regards  certain  intestinal  bacteria,  liquefiers, 
anaerobes,  etc. ;  and  Klein  and  Houston  in  the  reports  of  the 
Local  Government  Board  (8),  (11),  (12)  and  of  the  Royal  Sewage 
Commission  (22),  (23)  give  numerous  determinations  of  the  num- 
bers of  colon  bacilli,  streptococci,  and  spore-bearing  anaerobes. 
These  investigators  have,  however,  only  studied  certain  special 
organisms  in  fresh  sewage ;  so  far  as  we  are  aware,  no  attempt  has 
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been  made  to  gain  a  general  idea  ctf  the  relation  of  all  the  differ- 
ent groups  of  bacteria  in  that  and  of  the  change  in  relation  during 
storage. 

Information  of  this  nature  would  seem  to  have  a  practical  as 
well  as  a  theoretical  value  in  view  of  the  complex  character  of  the 
processes  of  sewage  disposal  as  they  have  been  developed  during 
recent  years.  The  so-called  "bacterial  methods"  of  sewage  puri- 
fication are  attempts  to  intensify  the  process  which  goes  on  in  an 
ordinary  sand  filter,  by  dividing  it  into  stages,  in  each  of  which  a 
special  group  of  bacteria  may  find  conditions  especially  favorable 
to  its  activity.  Thus  Rideal  (18)  distinguishes  three  distinct 
stages — the  anaerobic,  the  semi-ana§robic,  and  the  aerobic — 
carried  out  respectively  in  the  septic  tank  and  the  first  and  second 
contact  filters.  Obviously,  under  such  conditions,  an  exact 
knowledge  of  the  organisms  concerned  is  highly  desirable;  but 
although  we  know  some  of  the  characteristics  of  the  nitrifying 
organisms  associated  with  the  two  later  stages  of  purification,  of 
the  anaerobic  forms  which  work  in  the  septic  tank  we  are  almost 
wholly  ignorant. 

It  seemed  to  the  authors  that  a  quantitative  study  of  the  groups 
of  bacteria  in  fresh  and  stored  sewage,  especially  if  any  tendency 
to  the  formation  of  a  pure  culture  should  appear,  might  throw 
important  light  on  the  forms  active  in  sewage  purification. 
Furthermore,  the  fate  of  the  more  typical  intestinal  bacteria  in 
stored  sewage  is  of  interest  to  the  student  of  the  etiology  of  the 
infectious  diseases.  This  examination  of  the  bacterial  flora  of 
sewage  was,  therefore,  undertaken  with  two  ends  in  view — to 
determine  whether  any  groups  of  bacteria  multiply  in  stored 
sewage  in  such  fashion  as  to  be  considered  characteristic  of  it, 
and  whether  parasitic  organisms  find  that  medium  favorable  or 
inimical  to  their  development. 

II.     METHODS. 

1.  Technic  of  isolation, — The  samples  of  sewage  studied  in 
this  investigation,  six  in  number,  were  collected  at  different  times 
during  the  winter  of  1902-3  from  one  of  the  smaller  Boston 
sewers  through  a  manhole  on  the  Dartmouth  Street  side  of  Cop- 
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ley  Square.  The  contributing  area  of  some  eight  acres  includes 
three  large  hotels,  besides  residences  and  apartment  houses,  and 
has  a  population  of  probably  a  thousand  persons.  A  very  fresh 
domestic  sewage  was  thus  obtained. 

The  samples  were  collected  by  lowering  a  sterile  pail  into  the 
sewer  and  filling  from  this  a  sterile  gallon  bottle  about  three- 
fourths  full.  The  latter  was  immediately  taken  to  the  laboratory 
and  the  analysis  of  the  fresh  sewage  begun  within  one-half  hour 
of  the  time  of  collection.  The  sewage  was  then  stored  in  the  gallon 
glass  bottle  with  a  tight  glass  stopper,  in  the  dark,  at  room  tem- 
perature, and  analyses  were  made  at  diflFerent  periods  of  storage 
— as  twelve,  twenty-four,  forty-eight  hours,  seven  days,  and  a 
month. 

Conn  and  Esten  (15),  in  the  work  quoted  above,  based  their 
determination  of  the  groups  of  bacteria  merely  on  the  cultural 
diflFerences  exhibited  by  colonies  on  the  litmus-lactose-gelatin 
plate.  Our  attempt  has  been  to  carry  out  a  more  exhaustive  study 
by  plating  the  sewage  in  great  dilution  (about  twenty  colonies 
appearing  on  the  plate),  so  that  all  the  colonies  could  be  isolated 
and  worked  out  in  detail.  To  assume  that  such  a  small  number 
of  bacteria  selected  at  random  will  be  strictly  representative  of 
the  great  multitude  present  in  the  sewage  is,  of  course,  erroneous. 
The  greatest  care  was  exercised,  however,  to  secure  a  thorough 
mixture  before  sampling;  and  the  concordant  results  obtained 
appear  to  justify  the  general  accuracy  of  the  method. 

The  agar  streak  cultures  obtained  from  the  original  plate  were 
at  once  examined  in  sub-cultures  without  the  preliminary  cultiva- 
tion, recommended  by  so  many  observers — as  by  Fuller  and  John- 
son (14),  and  Jordan  (24),  in  their  work  on  the  classification  of 
water  bacteria.  In  many  cases  this  is  undoubtedly  a  valuable 
help,  since  thus  differences  in  past  environment  may  be  eliminated; 
but  in  our  work  it  was  desired  to  isolate  the  diflFerent  forms  in  the 
condition  in  which  they  occurred  in  the  sewage  as  nearly  as  possible. 

In  each  experiment  samples  of  sewage  were  plated  in  parallel 
under  aSrobic  and  anaerobic  conditions.  For  the  former  purpose 
standard  nutrient  gelatin  was  used,  made  up  according  to  the 
recommendation  of  the  Committee  on  Standard  Methods  of  Water 
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Analysis  of  the  American  Public  Health  Association  (19),  and  the 
plates  were  kept  at  room  temperature  as  long  as  possible  without 
having  the  liqueiiers  overrun  other  colonies  and  thus  prevent  the 
isolation  of  pure  cultures.  We  planned  at  first  to  make  a  series  of 
parallel  isolations  using  lactose  agar  at  87°,  since  in  an  earlier 
investigation  very  high  numbers  of  streptococci  had  been  found 
by  this  process  in  the  effluent  of  a  septic  tank.  Preliminary 
experiments,  however,  did  not  indicate  any  marked  di^erence  in 
the  sorts  of  bacteria  developing  from  raw  sewage  on  these  two 
media.  For  Samples  I,  III,  and  IV,  therefore,  only  gelatin  plates 
were  made.  For  Samples  II  and  V  total  counts  were  also  obtained 
on  lactose  agar  at  37°,  but  the  gelatin  plates  were  used  for  quali- 
tative studies.  In  the  case  of  Sample  VI,  plates  were  made  on 
gelatin,  and  lactose  agar  at  37°  and  on  agar  at  37°,  for  total  counts; 
and  the  lactose  agar  plates  were  used  for  the  isolation  of  the  sub- 
cultures to  be  examined. 

For  cultivation  under  anaerobic  conditions,  neutral  agar  was 
used  instead  of  the  ordinary  agar  made  up  with  an  acidity  of  1 
per  cent.,  since  Dr.  J.  H.  Wright  has  pointed  out  that  this  is 
more  favorable  for  the  development  of  strict  anaerobes.  After 
some  experimentation  with  Buchner's  tube  and  with  the  glass- 
plate  method  of  Sanfelice,  as  described  by  Hunziker  (21),  the 
method  suggested  by  Wright  (16)  was  found  to  be  most  satis- 
factory. After  pushing  a  plug  of  sterile  cotton  one- third  way 
down  an  ordinary  culture  tube,  dry  pyrogallic  acid  was  poured  in, 
a  few  centimeters  of  strong  caustic  hydrate  added,  and  the  whole 
sealed  with  a  rubber  stopper.  Instead,  however,  of  rolling  the 
tubes  after  the  fashion  of  Esmarch,  it  was  found  simpler  and  more 
satisfactory  to  lay  them  in  a  horizontal  position  and  allow  the  agar 
to  set  in  a  flat  layer  a  quarter  of  an  inch  thick.  After  incubation 
this  slab  of  agar  could  be  slid  out  of  the  tube  entire  and  streaks 
made  from  the  colonies  with  ease.  Two  cultures  were  made  from 
each  colony,  one  under  aerobic,  one  under  anaerobic  conditions. 
If  development  occurred  on  the  former  streak,  the  organism  was 
not  further  studied,  since  facultative  forms  were  presumably  repre- 
sented on  the  gelatin  plate,  and  this  process  was  intended  only  to 
detect  obligate  anaerobes. 
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The  separation  of  the  B.  coli  and  B.  afirogenes  series  proved 
the  most  troublesome  feature  of  the  examination.  According  to 
Fltlgge,  the  distinction  lies  in  the  fact  that  organisms  of  the 
former  type  are  motile  and  produce  an  expanded  disk-like  sur- 
face growth  on  gelatin,  while  B.  aerogenes  is  non-motile  and 
forms  small  drop-like  colonies.  We  found,  however,  that  no  con- 
stant relation  existed  between  these  characteristics,  and  thereafter 
laid  stress  only  on  the  motility,  as  determined  by  examination  of 
an  agar  streak  cultivated  for  twenty -four  hours  at  37°.  In  most 
of  our  experiments  the  cultures  were  subjected  to  preliminary 
cultivation  in  three  successive  broth  tubes  before  this  determina- 
tion. It  would  be  an  obvious  convenience  if  in  some  medium 
the  motility  of  an  organism  could  be  determined  without  resort- 
ing to  the  microscope ;  and  we  hoped  that  this  might  be  accom- 
plished by  the  use  of  a  low-percentage  gelatin  having  a  lower 
viscosity  than  ordinary  gelatin.  In  a  gelatin  stab  the  motile  forms 
might  be  expected  to  spread  through  the  medium,  while  the  others 
would  be  confined  to  a  growth  in  the  region  of  the  needle.  It 
was  found  that  2  per  cent,  gelatin  just  remained  solidified  at  the 
room  temperature,  and  this  was  used  for  experiment.  When  the 
stabs  were  kept  in  the  ordinary  position,  no  difference  was  noticed 
betwden  the  motile  and  the  non-motile  forms.  When,  however,  the 
tubes  were  turned  upside  down,  it  was  found  that  the  motile  organ- 
isms tended  to  spread  difiFusely  upward  through  the  gelatin,  while 
the  non-motile  forms  gave  ordinary  needle  growths.  Experi- 
ments with  this  medium  were  begun  only  toward  the  close  of  our 
work,  and  they  were  not  carried  far  enough  to  warrant  definite 
conclusions. 

III.       BESULTS. 

1.  Total  number  on  various  media. — The  general  results  of 
the  counts  made  upon  the  various  media  are  shown  in  Table  III. 

In  each  case,  except  Sample  III,  where  the  maximum  was 
reached  in  twelve  hours  with  a  slight  falling  off  in  twenty-four 
hours,  there  was  an  increase  in  total  numbers  up  to  twenty-four 
hours,  and  then  a  steady  decrease  up  to  at  least  six  months.  The 
number  of  facultative  anaerobes  was  determined  from  the  anaerobic 
agar  tubes,  those  colonies  isolated  from  this  source  and  developing 
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on  the  aerobic  agar  streak  being  classed  under  this  head.     These 

behaved  in  much  the  same  way  as  did  the  bacteria  on  the  gelatin 

plate,  except  that  they  reached  a  maximum  at  about  forty-eight 

instead  of  twenty-four  hours  and  did  not  fall  oflF  so  rapidly  as  the 

aerobes. 

TABLE  III. 

Number  of  Bacteria  per  Cubic  Centimeter  in  Fresh  and  Stored  Sewage. 


Sample 

Storage 

Gelatin  at  20' 

Lactose  Agar 
at37- 

Agar  at  37" 

Anaerobic 
Agar 

I 

II 

Ill 

IV 

V 

VI 

Fresh 
Fresh 
Fresh 
12  hours 
24  hours 
7  days 
28  days 
5}^  months 
Fresh 
12  hours 
24  hours 
30  days 
Fresh 
24  hours 
48  hours 
72  hours 
7  days 
Fresh 
24  hours 
7  days 

300,000 

1,200,000 

500.000 

4,200,000 

3,000,000 

660,000 

64,000 

23,000 

800,000 

2,200,000 

13,500,000 

80,000 

3,100,000 

23,000,000 

3,600,000 

2,300,000 

360,000 

1,550,000 

17,600,000 

695,000 

'  125,666 
*  150,666 

2,800,000 

2,815,000 

500,000 

'  186,666 

4,000,000 
220,000 

1,766 
'  mm) 

16,700,000 
400,000 

"  130,666 

720,000 

1,200,000 

500,000 

10,000 

240 

140,000 

1,700,000 

1,900,000 

32,000 

150,000 

2,600,000 

3,400,000 

900,000 

800,000 

The  figures  for  the  different  periods,  obtained  by  averaging 
all  the  samples  are  given  in  Table  IV,  and  the  relations  are  shown 
graphically  in  Diagram  I. 

TABLE  IV. 

Number  of  Bacteria  per  Cubic  Centimeter  in  Fresh  and  Stored  Sewage 

(Average  of  All  Samples). 


Storage 


Fresh 

Twelve  hours 

Twenty-four  hours 

Forty-eight  hours 

Seventy-two  hours 

Seven  days 

Twenty-eight     to    thirty 

days 

Five  and  one-half  months 


Gelatin  at  20 


1,240.000 
3,200,000 
14,200,000 
3,600,000 
2,300,000 
440,000 

72,000 
23.000 


Lactose  Affar 
at  37' 


151,000 

3,400,066 

2,815.000 

500,000 

220,000 


Affar  at  37" 


500,000 
16,7(X)^666 

'  400,666 
1,766 


AnaOrobic 
Afirar 


140,000 

1,210,000 

1.900,000 

3,400,000 

900,000 

650,000 

21,000 
240 
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The  sharp  rise,  with  a  subsequent  more  gradual  decline,  is  well 
marked  in  all  the  curves  of  Diagram  I ;  and,  as  in  the  Lawrence 
experiment  cited  above,  the  maximum  number  of  bacteria  was 
reached  after  about  twenty -four  hours.  Again,  it  is  evident  by  a 
comparison  of  the  curves  that  during  the  first  twenty-four  hours 
the  multiplication  was  mainly  confined  to  the  strictly  aerobic  bac- 
teria, since  the  number  of  anaerobes  remained  comparatively 
insignificant.  The  latter,  however,  continued  to  multiply  after 
the  total  number  had  begun  to  fall  off  and  reached  their  maximum 
in  forty-eight  hours ;  at  that  and  all  subsequent  periods  the  pro- 
portion of  anaerobes  was  a  considerable  one.  This  corresponds 
with  the  common  idea  that  the  first  fermentation  of  sewage  is 
aerobic,  but  that  the  facultative  anaerobes  become  more  and  more 
important  as  the  oxygen  is  consumed. 

2.  Numbers  in  the  separate  groups. — The  bacteria  isolated 
from  the  various  samples  of  sewage  are  classified  by  groups  in 
Table  V.  With  the  exception  of  the  violet  chromogenes,  the 
strict  anaerobes,  and  the  proteus  organisms,  all  our  groups  were 
represented,  and  no  one  form  appeared  specially  predominant 
either  in  the  raw  or  septic  sewage.  We  had  expected  that  some 
one  or  two  types  might  show  a  disproportionate  increase  as  the 
sewage  aged,  but  this  appeared  not  to  be  the  case.  Table  VI, 
where  the  number  of  bacteria  in  each  group  is  expressed  in  its 
percentage  of  the  total  number,  makes  this  still  more  clear.  With 
the  exception  of  a  preponderance  of  the  B.  coli  group  in  Sample 
VI,  the  various  types  of  bacteria  occurred  in  fairly  equal  propor- 
tions, the  occasional  deviation  being  within  the  limits  of  error  due 
to  the  difficulty  of  securing  an  average  sample. 

Table  VII  has  been  compiled  by  averaging  the  figures  obtained 
for  the  more  important  groups  in  the  analysis  of  the  first  five 
samples.  Sample  VI  having  been  omitted  since  the  use  of  lactose 
agar  at  37°  as  the  medium  for  isolation  made  the  latter  not  strictly 
comparable.  Diagram  II  shows  the  relation  of  the  different  types 
of  bacteria  during  the  first  week  of  storage  in  graphic  form.  The 
individual  groups  in  almost  every  case  show  the  same  tendency  as 
the  total  numbers;  that  is,  a  steady  increase  up  to  twenty-four 
hours,  and  then  a  gradual  falling  off  until,  at  the  end  of  the  week,  the 
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numbers  are  smaller  than  in  the  fresh  sewage.  Thns  it  is  seen 
that  the  changes  in  the  different  groups  are  very  nearly  parallel 
and  there  is  a  close  harmony  between  the  various  samples,  the 
different  groups  occurring  with  about  the  same  frequency  in  each. 
The  chromogenic  forms  show  the  most  marked  development  fol- 
lowed by  the  cocci  and  the  spore-bearing  aerobes.  Group  X 
reaches  a  maximum  before  the  rest,  Group  XIII  after;  Group 
XI  alone  does  not  multiply  appreciably.  But,  as  far  as  our  results 
go  (and  they  are  singularly  concordant,  when  the  possible  sources 
of  error  are  considered),  there  appears  to  be  no  tendency  toward 
the  predominance  of  any  special  form  in  stored  sewage. 

TABLE  VII. 

Number  of  Bacteria  per  Cubic  Centimeter  in  Principal  Groups  (Average  of 

All  Samples). 

(Last  three  ciphers  omitted.) 


Storage 

II 

IV 

V(a) 

VIII 

X 

XI 

xn 

XTTT 

XIV 

XV 

Fresh 

372 

128 

74.5 

30 

28 

60 

44 

30 

162 

154 

12  hours.... 

450 

150 

900 

450 

700 

200 

250 

100 

150 

150 

24  hours.... 

1,830 

5,020 

1,830 

.900 

360 

100 

760 

160 

830 

1,060 

48  hours 

400 

200 

600 

200 

200 

200 

600 

600 

72  hours  — 

200 

100 

100 

100 

600 

300 

300 

400 

7  days 

20 

180 

25 

35 

10 

20 

25 

10 

60 

1  month 

2.5 

10.5 

2 

7 

4.5 

10.5 

.... 

5 

5 

b\i  months.. 

1 

3 

2 

1 

3 

2 

5 

3.  Special  intestinal  forms. 

a)  Anaerobes. — We  were  at  first  surprised  at  the  entire 
absence  of  obligate  anaerobes  from  the  tubes  used  for  routine 
analysis,  as  described  above,  especially  in  view  of  the  importance 
assigned  to  the  B.  sporogenes  by  the  English  sanitarians.  Klein 
and  Houston  (8),  (12)  record  from  thirty  to  five  thousand  of  these 
organisms  per  cubic  centimeter  in  crude  sewage.  Houston  (23) 
states  that  their  number  is  usually  1,000  and  not  uncommonly 
10,000  per  cubic  centimeter ;  and  it  might  naturally  be  expected 
that  on  storage  obligate  anaerobes  would  multiply  still  further. 
We  therefore  examined  measured  portions  of  Samples  III  and  IV 
by  Klein's  milk  method.  This  consists,  it  will  be  remembered, 
in  inoculating  sterile  milk  with  the  material  to  be  tested,  heating 
to  80°  for  ten  to  fifteen  minutes,  to  destroy  vegetative  cells,  and 
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incubating  under  anaerobic  conditions  for  thirty-six  hours  at  37°. 
If  B.  sporogenes  or  similar  spore-bearing  anaerobes  be  present, 
the  milk  will  be  found  changed  in  a  characteristic  manner.  "The 
cream  is  torn  or  altogether  dissociated  by  the  development  of  gas, 
so  that  the  surface  of  the  medium  is  covered  with  stringy,  pinkish- 
white  masses  of  coagulated  casein,  inclosing  a  number  of  gas 
bubbles.  The  main  portion  of  the  tube  formerly  occupied  by  the 
milk  now  contains  a  colorless,  thin,  watery  whey,  with  a  few  casein 
lumps  adhering  here  and  there  to  the  sides  of  the  tube.  When 
the  tube  is  opened  the  whey  has  a  smell  of  butyric  acid,  and  is 
acid  in  reaction.  Under  the  microscope  the  whey  is  found  to 
contain  numerous  rods,  some  motile,  others  motionless"  (17). 
The  results  of  our  examination  were  as  follows : 

SAMPLE  IV. 

Fresh. — Typical  milk  change  given  in  dilutions  1 :  10  and  1 :  100,  but  not 
in  1 : 1,000 ;  showing  at  least  100,  but  less  than  1,000  spores  per  cubic  centi- 
meter. 

Twelve  hours^  storage. —  Typical  change  in  dilutions  1 :  50,  1 :  100,  and 
1 : 1,000,  but  not  in  1 :  10,000 ;  showing  at  least  1,000  spores  per  cubic  centi- 
meter. 

Twenty-four  hotirs'  storage. — Typical  change  in  1 :  50, 1 :  100,  and  1 : 1,000, 
but  not  in  1 :  10,000 ;  showing  at  least  1,000  spores  per  cubic  centimeter. 

Thirty  days'  storage.— Typiceil  change  not  shown  in  1 :  10  or  1 :  100 ;  show- 
ing less  than  10  spores  per  cubic  centimeter. 

SAMPLE  III. 

Five  and  one-half  months'  storage.—  Typical  change  in  both  of  two  tubes 
inoculated  with  1  c.c.  each,  in  one  out  of  three  diluted  1 :  10,  in  one  out  of 
three  diluted  1 :  100,  but  no  change  in  three  tubes  at  1 : 1,000  dilution ;  show- 
ing between  10  and  100  spores  per  cubic  centimeter. 

It  is  obvious  why  the  B.  sporogenes  group  was  not  repre- 
sented in  our  routine  studies,  since  the  facultative  forms  were 
so  abundant  that  a-  dilution  of  1 :  10,000  had  to  be  used  for 
isolation,  and  even  as  measured  by  the  more  sensitive  milk  test, 
the  B.  sporogenes  group  was  never  sufficiently  abundant  to  be 
detected  in  such  dilution.  Furthermore,  of  the  organisms  giv- 
ing Klein's  typical  change  in  milk,  not  all  are  obligate  anaerobes. 
Some  at  least  of  those  found  in  our  investigation  were  facultative 
forms. 
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b)  B,  coli  group. — The  organisms  of  the  colon  group  are  of 
special  interest,  both  from  their  adoption  by  the  water  analyst 
as  a  measure  of  pollution,  and  from  the  probability  that  their 
behavior  in  sewage  may  throw  some  light  on  that  of  the  typhoid 

.bacillus  under  similar  conditions.  Klein  and  Houston  (8)  (12) 
record  from  90,000  to  2,000,000  of  these  organisms  in  fresh 
sewage,  and  Houston  (23)  gives  100,000  as  a  normal  number. 
Klein  (5)  states  that  "B.  coli  retains  for  a  long  time  in  sewage 
its  vitality  and  its  power  of  self -multiplication." 

In  most  of  our  experiments  this  group  of  organisms  was  not 
found  in  such  large  numbers  as  we  had  expected.  In  two  samples 
of  fresh  sewage  they  were  absent  (dilutions  of  1  :  20,000  and 
1  :  100,000),  and  in  the  other  cases  we  found  40,000,  50,000,  and 
f)0,000  per  cubic  centimeter,  respectively.  Like  the  other  bac- 
teria, this  group  showed  a  rapid  multiplication  in  the  first  twenty- 
four  hours,  followed  by  a  decline  rather  more  marked  than  was 
exhibited  by  most  of  the  other  groups.  The  maximum  for  the 
colon  bacilli  appeared  to  be  reached  earlier  than  in  other  cases, 
and  in  both  Samples  III  and  IV  these  organisms  made  up  about 
a  fifth  of  the  total  after  twelve  hours'  storage.  In  Samples  III, 
IV,  and  V,  however,  the  B.  coli  group  was  only  once  represented 
at  the  end  of  a  week,  and  not  at  all  after  a  month. 
.  Sample  VI  stands  out  in  marked  contrast  to  all  the  others, 
since  the  colon  group  made  up  half  of  the  total  at  all  the  three 
periods  of  analysis,  110,000  per  cubic  centimeter  being  found 
even  in  the  week-old  sample.  The  use  of  lactose  agar  at  37° 
instead  of  gelatin  at  20°  as  the  medium  for  the  original  isolation 
of  the  organisms  studied  in  this  case  may  have  affected  this  result ; 
or  it  may  simply  represent  a  chance  variation  in  the  flora  of  the 
sample  as  collected. 

c)  Streptococci. — The  importance  of  the  streptococci  as 
sewage  organisms  has  been  fairly  well  established  in  recent  years 
since  Laws  and  Andre wes  (4)  in  1H94  found  a  small  streptococcus 
to  be  the  most  abundant  organism  in  several  samples  of  hospital 
sewage.  Houston  (11)  (22)  records  the  number  of  streptococci 
in  crude  sewage  as  at  least  1,000  per  cubic  centimeter,  and  in  the 
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last  paper  cited  states  that  "  they  are  delicate  micro-organisms; 
and  readily  lose  their  vitality  and  die.  They  probably  are  little 
prone  to  enter  on  a  saprophytic  phase  or  to  multiply  to  any  great 
extent,  if  at  all,  under  such  conditions." 

On  the  contrary,  Horrocks  (17)  holds  an  opposite  opinion,  and 
declares  that  "  the  sewage  streptococci  appear  to  maintain  their 
vitality  in  sewage  for  a  much  longer  time  than  B.  coli." 

Our  Group  II,  though  including  all  spherical  bacteria,  was 
mainly  made  up  of  the  sewage  streptococci,  only  a  few  chro- 
mogenic  staphylococci  being  found.  As  will  be  seen  by  refer- 
ence to  Table  VI,  it  accounted  for  18-57  per  cent,  of  the 
bacterial  content  of  the  fresh  sewage,  and  increased  rapidly  in  the 
first  twenty-four  hours,  though  not  retaining  its  original  relative 
predominance.  Cocci  were  found  in  appreciable  numbers  after 
thirty  days  in  Sample  IV  and  after  five  months  in  Sample  III, 
apparently  supporting  the  view  of  Horrocks  rather  than  that  of 
Houston. 

d)  Other  special  groups, — Most  of  the  observers  who  have 
studied  sewage  bacteria  record  Proteus  forms  as  abundant. 
Clowes  and  Houston  (10),  for  example  found  in  several  cases  at 
least  100,000  per  cubic  centimeter  in  fresh  sewage.  No  organ- 
isms producing  gas,  liquefying  gelatin,  and  forming  the  character- 
istic surface  growth  were,  however,  found  in  our  investigation. 
In  fact,  there  was  a  surprising  scarcity  of  liquefying  forms  of  any 
kind.  The  B.  liquidus  type  (Group  VIII)  was  indeed,  one  of  the 
most  constant  forms  in  the  stored  sewage,  but  never  rose  to  high 
numbers.  B.  fluorescens,  sometimes — probably  erroneously  — 
described  as  a  sewage  form,  was  found  only  once  in  fresh  and  a 
very  few  times  in  the  stored  sewage. 

On  the  other  hand,  the  brown  chromogenes  (Group  IVcZ),  the 
B.  subtilis  type  (Group  Va)  the  B.  typhi  type  (Group  XI),  the  B. 
candicans  type  (Group  XII),  and  the  B.  rhirioscleromatis  type 
(Group  XV)  were  constant  inhabitants  of  the  sewage,  all  but 
Group  XI  showing  the  typical  change  during  storage  which  is 
common  to  all  the  groups. 
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IV.       CONCLUSIONS. 

1.  The  bacteria  in  Boston  sewage  include  a  wide  diversity  of 
forms,  the  most  noticeable  groups  represented  being  the  cocci,  the 
chromogenes,  the  B.  subtilis  group,  the  B.  coli  group,  the  B. 
aSrogenes  group,  and  the  B.  rhinoscleromatis  group. 

2.  The  total  number  of  bacteria  in  stored  sewage  rises  rapidly 
at  first,  increasing  more  than  tenfold  in  twenty-four  hours,  and 
then  decreasing  for  at  least  six  months. 

3.  The  maximum  of  the  obligate  aerobes  is  reached  after 
twenty -four  hours,  after  which  they  decrease  rapidly,  while  the 
facultative  anaerobes  continue  to  increase  up  to  forfy -eight  hours, 
and  after  that  period  maintain  a  predominance.  Obligate 
anaerobes  are  at  no  time  abundant. 

4.  The  rise  and  fall  of  the  bacteria  in  stored  sewage  appear  to 
afifect  the  various  groups  of  organisms  in  an  almost  equal  degree. 
All  first  increase  and  then  decrease  in  number,  the  multiplication 
of  the  chromogene,  the  cocci,  and  the  B.  subtilis  group  being 
most  marked. 

5.  Sewage  does  not  appear  to  be  a  more  unfavorable  medium 
for  the  intestinal  bacteria  than  for  other  forms.  Organisms  of  the 
B.  coli  type,  at  first -present  to  the  number  of  some  50,000  per  cubic 
centimeter,  multiply  with  the  others,  and  afterward  may  persist 
in  considerable  numbers  up  to  seven  days. 

6.  If  this  work  is  confirmed  it  would  seem  that  there  is  no 
tendency  toward  the  development  of  a  pure  culture  of  any  domi- 
nant forms  in  stored  sewage  ;  and  it  seems  questionable  whether 
the  term  "sewage  bacteria"  signifies  anything  more  than  a 
chance  mixture  of  organisms  derived  from  a  wide  variety  of 
sources. 

In  conclusion  the  authors  desire  to  express  their  gratitude  to 
Professor  W.  T.  Sedgwick  for  his  interest  and  advice  in  the 
prosecution  of  this  work. 
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ON  SOME  CULTURAL  RELATIONS  AND  ANTAGONISMS 
OF  BACILLUS  COLI  AND  HOUSTON  S  SEWAGE 
STREPTOCOCCI;  WITH  A  METHOD  FOR  THE 
DETECTION  AND  SEPARATION  OF  THESE  MICRO- 
ORGANISMS  IN  POLLUTED  WATERS.* 
S.  C.  Prescott  and  S.  K.  Baker. 
{From  the  Biological  Labm-aktrieBy  Mamtachtuietts  Institute  of  Technology ^  Boston.) 

It  is  generally  believed  that  the  occurrence  of  B.  coli  in 
considerable  numbers  in  water  supplies  is  an  indication  of  fecal 
[x)llution  and  renders  the  water  unsuitable  for  drinking  purposes. 
The  opinion  that  this  organism  is  characteristic  of  pollution  from 
human  sources  was  long  since  proved  to  be  erroneous,  as  it  was 
shown  by  Dyar  and  Keith  (1),  Smith  (2),  Flint  (2A),  Belitzer  (»), 
and  Moore  and  Wright  (4),  to  be  constantly  present  in  the 
intestines  of  many  groups  of  animals.  More  recently  a  number 
of  investigators  in  Euroi)e  and  America  have  reported  that  bacilli 
behaving  in  all  respects  like  the  colon  bacillus  of  the  human 
intestine  are  frequently  found  in  nature  where  there  is  no 
evidence  of  direct  or  immediate  fecal  pollution.  Kruse  (5)  and 
Weissenfeld  (6)  declared  that  B.  coli  is  present  in  almost  all 
waters,  good  or  bad.  One  of  us  (7,  8)  has  isolated  from  grains 
and  products  of  milling  a  considerable  number  of  organisms 
having  all  the  characteristics  of  B.  coli,  and  Papasotiriu  (9) 
obtained  the  same  results  in  Europe  in  an  investigation  of  similar 
scope.  Other  workers  have  also  published  results  which  lead  to 
the  conclusion  that  bacteria  corresponding  in  every  way  to  B.  coli 
are  by  no  means  confined  even  to  animal  intestines,  but  are 
widely  distributed  in  nature.  While  this  fact  has  not  yet 
destroyed  altogether  the  value  of  the  "colon  test"  for  potable 
waters,  it  has  mad«  it  clear  that  extreme  care  should  be  used  in 
interpreting  the  results  thereby  obtained,  as  has  already  been 
pointed  out  by  Freudenreich  (10),  Smith  (11),  and  one  of  us  (12); 
and  it  has  also  led  to  a  belief  in  some  quarters  that,  if  possible, 
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confirmatory  evidence  of  some  sort  should  be  adduced  whereby 
the  bacteriologist  may  establish  beyond  doubt  recent  intestinal 
pollution. 

Such  a  means  of  confirmation  seems  to  be  oflfered  by  the 
streptococci  of  Houston,  which  have  been  shown  by  various 
workers  to  be  present  in  sewage,  sewage  effluents,  and  polluted 
waters,  and  in  soil  which  has  received  the  wastes  of  animal  life, 
but  to  be  absent  from  unpolluted  waters  and  virgin  soils. 
Originally  reported  by  Laws  and  Andrewes  (12)  in  1894,  the 
importance  of  these  micro-organisms  was  not  emphasized  until 
1899  and  1900,  when  Houston  (13)  laid  special  stress  upon  the 
fact  that  streptococci  and  staphylococci  seem  to  be  characteristic 
of  sewage  and  animal  waste,  the  former  being,  in  his  opinion,  the 
more  truly  indicative  of  recent  pollution.  Horrocks  (14)  found 
these  organisms  in  great  abundance  in  sewage,  and  in  waters 
known  to  be  polluted  but  which  contained  no  traces  of  B.  coli. 
He  found  by  experiment  that  B.  coli  gradually  disappeared  from 
many  specimens  of  sewage  kept  in  the  dark  at  the  temperature  of 
an  outside  veranda.  But  the  commonest  forms  which  persisted 
were  varieties  of  streptococci  and  staphylococci. 

The  first  investigators  in  this  country  to  call  attention  to  these 
streptococci  were  Winslow  and  Miss  Hunnewell  (15)  in  1901. 
They  first  observed  them  in  the  washings  from  the  hands  of 
school  children,  and  have  since  isolated  them  from  crude  sewage 
and  from  many  polluted  waters.  They  found  that  in  Smith 
fermentation  tubes  "dextrose-fermenting  organisms,  which  the 
immediate  inoculation  of  the  dextrose  broth  showed  to  be  present 
....  in  forty -eight  samples,  disappeared  in  forty-four  cases  dur- 
ing the  two  incubations  of  twenty -four  hours  each."  On  analysis, 
the  persisting  organisms  were  found  to  be  streptococci  or 
staphylococci  which  had  overgrown  or  killed  out  the  colon 
bacilli  in  nearly  every  case.  In  only  three  out  of  157  samples  of 
unpolluted  waters,  however,  did  they  find  streptococci  when  1  c.c. 
of  the  water  was  examined. 

A  note  by  one  of  the  present  writers  (10)  in  1902  set  forth  the 
difficulty  of  making  pure  cultures  of  B.  coli  from  inoculations  of 
dextrose  broth  with  fecal  matter,  if  the  incubation  is  carried  too 
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far.  It  was  found  that  other  organisms,  especially  streptococci, 
develop  abundantly  and  overgrow  the  colon  bacilli,  which  are 
present  in  chief  during  the  period  of  gas-formation. 

Q-age  (17),  at  the  Lawrence  Experiment  Station,  has  reported 
the  streptococci  present  in  the  sewage  of  that  city,  while  LeGros 
(18),  in  a  recently  published  monograph  describes  many 
streptococci,  all  isolated  either  from  the  body  or  from  sewage.  It 
seems,  indeed,  from  all  existing  evidence,  that  the  streptococci  are, 
as  a  class,  closely  associated  with  animal  bodies,  occurring  either 
on  the  surface  or  within  the  intestinal  tract.  It  seems  reasonable, 
therefore,  to  regard  these  organisms  as  indicative  of  recent 
pollution,  as  suggested  by  Houston. 

Since,  as  we  now  know,  B.  coli  is  widespread  in  nature,  it  may 
perhaps  be  present  in  considerable  numbers  in  waters  otherwise 
unobjectionable,  although  we  have  as  yet  no  proof  of  this 
possibility.  It  is  also  conceivable  that  streptococci  may  be  found 
in  pure  water,  though  all  evidence  at  the  present  time  seems  to 
render  this  improbable.  But  it  is  at  present  very  unlikely  that 
both  forms  will  occur  abundantly  at  the  same  time  in  any 
unpolluted  waters,  while,  on  the  other  hand,  we  know  that  both 
are  abundant  in  sewage.  It  will  therefore  obviously  be  of 
advantage  in  judging  the  quality  of  a  water  if  the  presence  of 
both  kinds  of  bacteria  can  be  demonstrated  in  it. 

With  this  end  in  view  we  have  recognized  the  desirability  of 
examining  waters  for  both  colon  bacilli  and  streptococci,  and  have 
attempted  to  devise  a  method  whereby  this  examination  may  be 
conducted  with  sufficient  ease,  quickness,  and  certainty  to  become 
a  useful  "laboratory  test."  For  this  purpose  we  have  made  use 
of  some  of  the  cultural  reactions  of  the  two  organisms,  especially 
those  with  dextrose  and  other  sugar  broths,  and  litmus  lactose 
agar.  Differences  are  also  manifest  in  appearance,  in  gelatin  and 
agar  tube  cultures,  in  the  eflfect  produced  in  nitrate  and  indol 
solutions,  and  on  potato.  A  more  comprehensive  comparison  of 
the  two  organisms  may  be  made  from  the  descriptions  below: 
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CHARAGTERISTICS  OP  COLON  BACILLI  AND  SEWAGE 
STREPTOCOCCI. 

COLON   BACILLI.  SEWAGE   STBEPTOOOOOI. 

FORM. 

Bacillus   2-3m  long   by  0.5/a   wide  ;      Coccim  1m  in  diameter. 
.   Bounded  ends. 

GBOUPING. 

Occurs  singly,  or  in  short  chains  or      Occurs  in  short  chains,  often  in  pairs. 
'   masses. 

MOTILITY. 

Actively  motile.  Non-motile. 

SPOBB  FORMATION. 

None.  None. 

GELATIN   PLATE. 

Thin,  irregular  film.  Much  as  on  Colonies  similar  to  those  on  agar;  no 
agar,  colonies  smaller.  liquefaction. 

GELATIN  STICK. 

Three  days:  transparent  nail  growth;  Three  days:  nail  growth,  apparently 
gelatin  not  liquefied.  made  up  of  isolated  colonies;  very 

slight  spreading  on  surface. 

AGAR   PLATE. 

Twelve  hours;  surface  colonies  opal-      Colonies  small;   under  a  low  power 
escent,     nearly     circular,     edges         somewhat  irregular  in  shape;  edges 
smooth.    Submerged  colonies  clear         smooth, 
cut,  lenticular.    Two  days:  surface 
colonies   take    irregular   vine-leaf 
form. 

AGAR  SLOPE. 

Twenty-four  hours;  luxuriant,  moist,      Twenty -four    hours:    faint    dotted 
opalescent,    translucent,  white         growth, 
growth,  narrowing  from  bottom  to 
top. 

NUTRIENT  BROTH. 

Twelve  hours:  distinct  turbidity,  Eighteen  hours;  turbidity  and  per- 
Eighteen  hours:   sediment.     Two  ceptible  sediment;  on  shaking,  sedi- 

days:  no  scum  on  surface.  ment  rises  in  spiral. 

LITMUS   MILK. 

Litmus  reddened,  and  then  decolor-  Twelve  hours:  slightly  acid;  litmus 
ized  in  twelve  hours:  milk  coagu-  slightly  decolorized.  Eighteen 
lated  in  eighteen  hours.  hours:    strongly  acid.     Thirty -six 

hours:  milk  coagulated. 
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POTATO. 

Luxuriant,  dirty  yellow  growth;  Hardly  perceptible  white  growth 
potato  not  discolored.  after  three  days. 

DEXTBOBE  BROTH. 

Twelve  hours:  dextrose  fermented  Eighteen  hours:  strongly  acid;  no 
with  formation  of  acid  and  gas.  gas;    Sediment   and    turbidity   in 

both  arms. 

8A00HABO8E  BBOTH. 

Twelve  hours:  saccharose  fermented  Eighteen  hours:  turbidity  and  sedi- 
with  formation  of  acid  and  some  ment,  but  no  evidence  of  change  in 
gas.  sugar. 

LACTOSE  LITMUS  AGAB  PLATE. 

Litmus  reddened  in  twenty -four  Twelve  hours:  litmus  reddened;  colo- 
hours;  bubbles  of  gas  formed.  nies  small,  with  slight  pink  tint  as 

if  colored  by  litmus. 

PEPTOITE  AND  SALT   (DUNHAM). 

Three   days  :     pronounced   nitroso-      Apparently  no  growth, 
indol  reaction. 

ANAfiBOBIO  AGAR  SLOPE. 

Thin,  transparent  growth,  much  less  Dotted  growth,  less  strong  than  in 
strong  than  in  aerobic  streak.  aerobic  culture. 

Our  preliminary  experimentB  were  based  on  the  results  of 
Winslow  and  Miss  Hunnewell,  and  of  one  of  the  writers  in  the 
other  papers  mentioned.  In  view  of  our  results,  it  seemed 
probable  that  there  would  be  little  difficulty  in  establishing  a 
time  relation  between  the  growth  periods  of  the  two  organisms  in 
dextrose  broth  which  would  allow  the  isolation  of  both  from  the 
same  culture  if  both  were  originally  present  in  the  sample  used 
for  inoculation.  The  soundness  of  this  conclusion  was  first 
tested  experimentally  by  the  use  of  mixtures  in  known  ratios  of 
the  two  organisms  in  question,  the  culture  used  for  this  purpose 
being  isolated  from  fresh  feces  by  inoculation  into  dextrose  broth, 
and  plating  out  upon  litmus  lactose  agar  after  six  and  forty -eight 
hours  incubation  at  37  °C. 

The  method  was  as  follows:  Two  bottles  of  sterile  water,  con- 
taining 100  c.c.  each,  were  inoculated,  one  with  B.  coli,  the  other 
with  streptococci,  and  plates  made  from  these  to  determine  the 
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number  of  each  kind  of  bacteria  used.  With  the  water  suspen- 
sions thus  prepared  mixtures  were  made,  of  various  dilutions  and 
proportions,  of  B.  coli  and  streptococci.  From  each  of  these  mix- 
tures several  Smith  fermentation  tubes  containing  dextrose  broth 
(meat  juice  with  1  per  cent,  peptone  and  2.5  per  cent,  dextrose) 
were  inoculated  with  1  c.c.  each.  The  dextrose  tubes  were  then 
incubated  at  37°  C,  and  litmus  lactose  agar  plates  made  from 
them  at  various  intervals.  In  plating,  1  c.c.  of  the  dextrose  broth 
culture  was  diluted  in  sterile  water  to  approximately  1:100,000; 
1 : 1,000,000;  or  1 :  10,000,000;  and  1  c.c.  of  this  dilution  inocu- 
lated into  plates  containing  lactose  agar  to  which  sterile  neutral 
litmus  had  been  added.  These  plates  were  incubated  at  37**  C. 
for  twenty -four  hours,  and  then  allowed  to  stand  for  some  time  at 
the  room  temperature  before  counting. 

The  colonies  of  B.  coli  and  streptococci  were  distinguished  by 
their  different  tints  in  the  litmus  lactose  agar  plate,  and  by  further 
differences  in  shape  and  general  appearance.  The  submerged 
colon  colonies  generally  appeared  of  an  oval  or  lenticular  shape, 
and  were  not  strongly  acid.  The  streptococci,  on  the  other  hand, 
were  most  frequently  spherical  or  nearly  so,  and  became  much 
more  intensely  reddened.  After  a  little  practice  the  two  kinds  of 
organisms  could  be  detected  without  difficulty.  In  order  to  avoid 
error  in  this  respect,  however,  cover-glass  preparations  from  the 
separate  colonies  were  examined  microscopically  for  the  morphology 
of  the  bacteria  throughout  the  early  part  of  the  investigation. 

The  results  obtained  varied  widely,  as  was  to  be  expected, 
according  to  the  number  and  proportions  of  the  organisms  inocu- 
lated. There  was,  however,  in  every  case  a  period  during  which 
the  colon  bacilli  were  abundant  in  the  dextrose  tubes,  while  the 
streptococci  were  indistinguishable  or  nearly  so.  This  condition 
was  followed  by  a  decrease  in  the  number  of  B.  coli  and  a  sudden 
increase  in  streptococci,  the  colon  bacilli  at  length  becoming 
imperceptible  and  the  streptococci  rising  to  a  maximum  at  which 
they  persisted  for  a  considerable  time.  The  following  tables  show 
the  numbers  inoculated  and  the  numbers  found  in  the  tubes  at 
different  platings: 
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TABLE  I. 
SEBIES  I. 


Tube  Numbebs 

1 

2 

S 

4 

5 

Ratio— streptococci  to 
B.  coli  inoculated 

No.  of  B.  coli  inoculated  . . . 

No.  of  streptococci  inocul't'd 

Millions  per  c.c.  of  colon 
bacilli  present  after  9  hrs. 

Streptoc'i  pres*nt  after  9  hrs. 

1:10 

145,000 

14,500 

5.5 
0 

1:5 

145,000 

29,000 

6.8 
0 

3:10 

145,000 

43,500 

10 
0 

1:20 

290,000 

14,500 

12 
0 

1:30 

435,000 

14,500 

12.5 
0 

Note.— This  was  a  preliminary  series  to  determine  dilutions  to  be  used  and  the  general 
behaTior  of  the  bacteria.    It  was  only  possible  to  count  the  first  plating. 

The  colonies  of  B.  coli  and  streptococci  were  distinguished  by 
the  different  tint  in  the  litmus  lactose  agar  plate,  and  by  differences 
in  shape  and  appearance.  To  be  perfectly  certain,  however,  cover- 
glass  preparations  from  the  separate  colonies  were  examined 
microscopically. 

SERIES  II. 


Tube  Numbers 

6 

7 

8 

9 

10 

Ratio — streptococci  to 

B.  coll  inoculated 

No.  of  B.  coli  inoculated  — 

No.  of  streptococci  inocul't'd 

No.  found  in  tubes  (millions 

per  c.c.)  after — 

18  hours,  B.  coli 

1:16 

100,000 

6,000 

600 

0 

400 

0 

62 

0 

60 

0 

70 

0 

90 

1:8 

100,000 

12,000 

500 

0 
600 

0 
120 

0 
100 

0 
65 

0 
70 

1:5 

100,000 

18,000 

440 

0 
500 

0 
136 

0 
115 

0 
35 

0 
48 

1:32 

200,000 

6,000 

420 

0 

450 

"6 
90 

0 
80 

0 
85 

1:50 

300,000 

6,000 

410 

Strentococci 

0 

27  hours^ 

300 

42  hours,  B.  coli 

0 

Strentococci 

154 

51  hours,  B.  coli 

0 

Streptococci 

85 

65  hours.  B.  coli 

0 

Strentococci 

80 

95  hours,  B.  coli 

0 

Strentococci 

90 

1  Proportions  indeterminate. 
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SERIES  III. 


Tube  Nukbebs 


11 


12 


13 


Ratio — streptococci  to  B.  coli  inoculated  . . 

No.  of  B.  coli  inoculated 

No.  of  streptococci  inoculated 

No.  found  in  tubes  (millions  per  c.c.)  after 

9  hours,  B.  coli 

Streptococci 

12  hours,  B.  coli 

Streptococci 

14  hours,  B.  coli 

Streptococci 

24  hours,  B.  coli 

Streptococci 

33  hours,  B.  coli 

Streptococci 

50  hours,  B.  coli 

Streptococci ' 

77  hours,  B.  coli 

Streptococci 


21:1 


47,000 

Many* 

0 

400 

100 

360 

110 

30 

270 

110 

230 

0 

280 

0 

270 


210:1 

225 

47,000 

Many' 

0 

260 

240 


50 
450 

0 
500 

0 
280 

0 
400 


105:1 

450 

47,000 

Many' 

0 
100 
210 
290 
260 

0 
370 

0 
274 

0 
285 

0 
400 


SERIES  IV. 


Tube  Numbbbs 


14 


15 


16 


Ratio — streptococci  to  B.  coli  inoculated  . 

No.  of  B.  coli  inoculated 

No.  of  streptococci  inoculated 

No.  found  in  tubes  (millions  per  c.c.)  after- 

11  hours,  B.  coli 

Streptococci 

14  hours,  B.  coli 

Streptococci '. 

19  hours,  B.  coli 

Streptococci 

24  hours,  B.  coli 

Streptococci 

33  hours,  B.  coli 

Streptococci 

41  hours,  B.  coli , 

Streptococci , 

67  hours,  B.  coli 

Streptococci 

85  hours,  B.  coli 

Streptococci , 

Gas  formation  begun  after 


1:100 

160,000 

1,700 

350 

0 

640 

30 

400 

110 

494 

80 

346 

100 

3 

60 

0 

6.2 
0 

0.22 
6  hours 


1:1 
1,600 
1,700 

320 

0 

350 

70 

340 

104 

354 

96 

112 

58 

0 

83 

0 

0.18 
0 

0.22 
9  hours 


100:1 

1,600 

170,000 

300 

0 
200 
170 
32 
124 
74 
284 

0 
280 

0 
147 

0 

0.51 


10  hours 


2  Count  not  made. 
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SERIES  y. 


Tube  Numbeb 


Ratio-streptococci  to  B.  coli  inoculated 

No.  of  B.  coli  inoculated 

No.  of  streptococci  inoculated 

No.  in  tube  (in  millions  per  c.c.)  after — 

11  hours,  B.  coli 

Streptococci 

25  hours,  B.  coli 

Streptococci 

37  hours,  B.  coli 

Streptococci 

43  hours,  B.  coli 

Streptococci 

62  hours,  B.  coli 

Streptococci 

Gas  formation  begun  after 


To  facilitate  the  systematic  study  of  these  results,  we  insert 
the  following  table,  showing  the  time  of  approach  of  B.  coli  to  a 
maximum,  the  time  of  appearance  of  streptococci,  that  of  the 
approximate  disappearance  of  B;  coli,  and  that  of  the  first  forma- 
tion of  gas,  in  the  few  cases  in  which  it  was  recorded. 

TABLE  II. 


Tube 
Number 


B.coli 
Inoculated 


streptococci 
Inoculated 


First  Gas 
Formed 


B.  coli 
Maximum 


Appearance 

of 
Streptococci 


Disappear- 
ance of 
B.coli 


16 

11 

13 

12 

8 

7 

9 

10 

14 

15 

17 

18 


1,600 

2250 

450 

225 

100,000 

100,000 

200.000 

300,000 

160,000 

1,600 

3 

32 


170,000 

47,000 

47,000 

47,000 

18,000 

12,000 

6,000 

6,000 

1,700 

1,700 

160 

16 


After  10  hrs. 


6 

9 

16 

15 


After  11  hrs. 
12 
10 
12 
18 
18 
18 
18 
14 
11 
25 


After  14  hrs. 
12 
12 
12 


14 
14 
11 
11 


After  33  hrs. 
50 
24^ 
33 
42 
42 
42 
42 
67 
41 
43 
43 


This  table  seems  to  indicate  that,  while  the  time  of  appear- 
ance of  gas  varies  inversely  with  the  numbers  of  B.  coli  originally 
present,  the  colon  maximum  and  the  appearance  of  streptococci 
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vary  inversely  with  the  number  of  streptococci  first  used,  and  the 
disappearance  of  the  B.  coli  with  the  ratio  of  streptococci  to 
colon  bacilli.  Some  of  the  variations  we  are  at  a  loss  to  explain, 
but  it  may  be  that  further  experiments  will  show  that  they  were 
accidental. 

EXAMINATION  OF  SEWAGE  AND  POLLUTED  WATEBS. 

The  results  obtained  with  the  mixture  of  known  ratios  gave 
promise  of  usefulness  when  the  method  was  applied  to  actual 
examination  of  water  and  sewage,  and  in  general  the  results  have 
been  much  the  same. 

About  fifty  samples  of  waters  have  been  examined.  Each  of 
these  was  tested  quantitatively  by  making  a  suitable  dilution, 
plating  in  litmus  lactose  agar,  and  incubating  for  twenty-four 
hours  at  37°.  The  majority  of  the  colonies  thus  obtained  gave  a 
well-marked  acid  reaction,  but  this  was  not  specially  recorded  in 
the  counting.  At  the  time  of  plating  1  c.c.  of  each  sample  was 
inoculated  into  dextrose  broth. 

A  preliminary  series  was  fiirst  examined  as  a  test  of  the 
method.     The  samples  were  as  follows: 

a)  Crude  sewage  from  Dartmouth  street  (Boston)  sewer,  diluted  1:100, 
April  22. 

b)  Charles  River,  at  Otter  street,  April  22. 

c)  Charles  River,  at  Exeter  street,  April  22. 

d)  Charles  River,  at  Newton  Lower  Falls,  April  30. 

e)  Charles  River,  at-Pinckney  street,  April  30. 

The  results  obtained  by  plating  after  various  periods  are 
shown  in  the  accompanying  tables. 

The  method  proving  fairly  satisfactory,  a  systematic  examina- 
tion of  forty-six  samples  of  water  was  next  undertaken.  The 
number  of  bacteria  present  was  determined  in  some  cases  by 
plating  on  gelatin,  and  the  number  of  acid-producing  colonies  in 
litmus  lactose  agar  was  also  usually  noted. 

From  the  tables  it  is  apparent  that  the  waters  showed  in  gen- 
eral the  same  periodic  changes  as  did  the  artificial  mixtures:  pure 
cultures  of  B.  coli  were  first  obtained  in  the  plates,  then  the 
gradual  displacement  of  one  form  by  the  other. took  place,  and 
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at  length  only  streptococci  or  allied  forms  were  discernible.  In 
a  few  instances  the  results  were  somewhat  obscured  by  the 
growth  of  a  proteus-like  organism  which  developed  in  the  open 
arm  of  the  dextrose  broth  tube,  but  in  our  opinion  both  B.  coli 
and  streptococci  can  be  detected  in  water  by  this  method  in  almost 
all  cases  when  both  organisms  are  present,  provided  the  number  of 

TABLE  III. 

SERIES   A. 


Tube  Numbeb 


No.  of  bacteria  inoculated 

No.  in  tubes  (millions  per  c.c.)  after— 
11  hours,  B.  coli 

Streptococci 

14  hours 

19  hours,  B.  coli 

Streptococci 

24  hours,  B.  coli 

Streptococci 

33  hours,  B.  coli 

Streptococci 

41  hours,  B.  coli 

Streptococci 

67  hours,  B.  coli 

Streptococci 

85  hours,  B.  coli 

Streptococci 

Gas  formation  begun  after 


580,000 

274 
0 

"50 

190 

2 

180 

22 

154 

6 

134 

0 

40 

0 

11 

6hrB. 


17,000 

100 

0 

138 

0 

60 

0 

250 

8 

47 

0 

8 

0 

51 

0 

37 

8hrs. 


17,000 

280 

0 

422 

0 

210 

2 

230 

3 

10 

5 

58 

0 

23 

0 

19 

8hrs. 


SERIES   B. 


Tube  Number 


No.  of  bacteria  inoculated 

No.  found  in  tubes  (millions  per  c.c.)  after 

11  hours,  B.  coli 

Streptococci 

25  hours,  B.  coli 

Streptococci 

35  hours,  B.  coli 

Streptococci 

43  hours,  B.  coli 

Streptococci 

Gas  formation  begun  after 
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conflicting  organisms  does  not  greatly  exceed  that  of  the  colon 
bacilli. 

That  certain  definite  cultural  relations  exist  between  colon 
bacilli  and  streptococci  when  grown  together  in  dextrose  broth, 
and  when  no  conflicting  organism  is  present  in  great  abundance, 

TABLE  IV. 
SEBIES   I. 


Total     bacteria,    gelatin 

count 

Acid-producing   bacteria, 

litmus  lactose  agar . . 
No.  of  bacteria  (mill,  per  c.c.) 
after  gr'th  in  dezt.  broth  for— 

11  hours,  B.  coli 

Streptococci 

16  hours,  B.  coli 

Streptococci 

23  hours,  B.  coli 

Streptococci 

39  hours,  B.  coli 

Streptococci 

63  hours,  B.  coli 

Streptococci 

First  gas  noted  after  (hrs.) 


Sample  Numbeb 


1 


250 
4 

1 
0 

200 
40 

280 

140 
0 

474 

0 

2 

10 


10 

20 
0 

76 

25 
150 

85 

0 

420 

0 

0 

10 


123 
9 

68.4 

0 

130 

20 

385 

280 

25 

480 

0 

0 

9 


271 
5 

200 

0 

270 

10 

370 

170 

110 

300 

0 

45 

9 


300 

8 

185 
0 

220 
45 

300 

300 
0 

390 

0 

1 

10 


64 
55 

400 

0 

210 

30 

570 

1700 

210 

170 

12 

2 

8 


35 

130 

0 

140 

20 
200 
110 

20 

400 

8 

45 

10 


8 


65 
460 


332 

0 

420 

210 

405 

350 

24 

105 

0 

150 

6 


8 
1250 

420 

0 

285 

75 

320 

370 

105 

250 

0 

86 

6 


10 


33 

105 

410 
0 
410 
145 
300 
350 


0 

170 

8 


SEBIES  II. 


Sample  Number 


12 


13 


U 


15 


16 


17 


Gelatin  count 

Red  colonies 

No.  of  bacteria  (mill,  per  c.c.) 
after  gr'th  in  dext.  broth  for — 

8  hours,  B.  coli 

Streptococci 

22  hours,  B.  coli 

Streptococci 

32  hours,  B.  coli 

Streptococci 

46  hoursj  B.  coli 

Streptococci 

60  hours,  B.  coli 

Streptococci 


20000 
0 


20000 
6 


1.2'  11.4 


0 

300 

200 

130 

220 

0 

7200 

280 

80 


0 

500 

60 

10 

200 


1 
180 


6.8 

0 
350 
225 
70 
620 
Few* 
Many 

0 
640 


6.7 

0 
450 
136 
170 
210 

0 
7000 


6.9 

0 

440 

10 

50 

160 

100 

3000 


8.5 

0 
358 
265 
300 
540 
100 
1000 


0.5 
0 
2000 
300 
490 
280 
Few* 
Many 
62 
20 


3  Count  inaccurate,  owing  to  presence  of  conflicting  organisms. 
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is  evident  from  the  results  with  waters,  as  well  as  with  mixtures 
of  known  ratio.  The  colon  bacilli  invariably  develop  with  greater 
rapidity  than  the  streptococci  under  the  cultural  conditions 
which  we  have  employed,  but  the  latter  finally  overgrow  or  kill 
out  the  colon  bacilli.  This  fact  is  probably  due  to  the  greater 
sensitiveness  of  B.  coli  to  the  lactic  acid  produced  in  the  medium 
by  the  streptococci  over  and  above  that  formed  by  the  colon  bacilli 
themselves. 

SEBIES    III. 


Gelatine  count 

Red  colonies 

No.of  bacteria  (mill,  per  c.c.) 
after  growth  in  dezt.  br.  for— 

7  hours,  B.  coli 

Streptococci  

17  hours,  B.  coli 

Streptococci 

27  hours,  B.  coli 

Streptococci 

40  hours,  B.  coli 

Streptococci  

52  hours,  B.  coli 

Streptococci 


18 


19 


Sample  Numbeb 


20 


21 


22 


28 


24 


1 

150 

25 

0.02 

0 

266 

100 

88 

150 

0 

40 

520 

610 

72 

800 

860 

670 

0 

0 

10 

252 

330 

260 

10 

16 

38 

40 

16 

3.8 

Not  made 

30        50       170    1  200        30 


0.01 

0 

350 

140 

700 

1080 

22 

22 

20 

31 


0.04 

0 

510 

240 

1000 

2500 

36 

66 

70 

41 


0.12 

0 

380 

128 

740 

4380 

7 

60 

35 

25 


0.55 
0 
330 

80 

100 

0 

7.2 

5.2 

10 

10 


1.1 
0.01 

160 

220  • 

300 
3900 


27 
30 


SERIES   IV. 


Sample  Numbeb 


Gelatin  count 

Red  colonies 

Number  of  bacteria  (millions  per  c.c.) 
after  growth  in  dextrose  broth  for — 

6  hours,  B.  coli 

Streptococci 

19  hours,  B.  coli 

Streptococci 

31  hours,  B.  coli 

Streptococci 

43  hours,  B.  coli 

Streptococci 

54  hours,  B.  coli 

Streptococci 
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Under  the  favorable  conditions  at  first  existing,  the  colon  bacilli 
develop  very  rapidly,  fermenting  the  dextrose  with  the  formation 
of  gas  and  acid  in  from  six  to  eighteen  hours  (the  time  varying 
according  to  the  number  of  these  organisms  originally  present), 
and  attain  a  maximum  in  from  twenty  to  thirty-six  hours.  The 
streptococci  gradually  increase  along  with  the  formation  of  larger 
quantities  of  lactic  acid,  until  at  the  end  of  fifteen  to  twenty-four 
hours  they  become  distinguishable  in  plates  inoculated  from  the 
dextrose  tube.  At  about  the  same  time  the  colon  bacilli  appar- 
ently become  unfavorably  aflfected  by  the  increase  in  acidity,  and 

SERIES   V. 


Gelatin  count 

Red  colonies 

No.  of  bacteria  (mill,  per  c.c.) 
after  gr'th  in  dext.  broth  for — 

12  hours,  B.  coli 

Streptococci 

24  hours,  B.  coli 

Streptococci 

36  hours,  B.  coli 

Streptococci 

60  hours,  B.  coli 

Streptococci 


Sample  Numbeb 


28 


29 


90 


31 


S3        34 


200 


100 

900 
290 

50 
280 

80 


380 
60 
50 

150 
1 

180 


5      41      34      451  160    214 
Not  detemuned 


120 
0 
400 
500 
50 
340 


96 


370 
380 
80 
440 
0 
640 


410 

620 

20 

280 


120 

3 

50 

0 

0 

4 

330 

80 

140 

150 

20 

440 

20 

1500 

90 
64 
25 

320 

... 

300 
20 

360 

180 
60 

200 

3 

65 


SERIES  VI. 


Sample  Numbeb 


97 


39 


40 

41 

42 

43 

44 

45 

15 

35 

115 

70 

72 

106 

2 

31 

6 

13 

16 

15 

0 

70 

100 

300 

700 

130 

0 

0 

0 

0 

0 

10 

400 

260 

320 

550 

720 

Few 

140 

170 

300 

500 

25 

6 

40 

240 

260 

0 

75 

100 

100 

180 

Many 

0 

0 

0 

s 

0 

0 

40 

1 

26 

9 

10 

46 


Gelatin  count  • 

Red  colonies 

No.  of  bacteria  (mill,  per  c.c.) 
after  flrr'th  in  dezt.  broth  for— 

12  hours,  B.  coli 

Streptococci  • 

24  hours,  B.  coli 

Streptococci 

36  hours,  B.  coli 

Streptococci 

48  hours,  B.  coli 

Streptococci 


38 
16 

55 

0 

360 

360 

0 

Many 

0 

2 


12 
2 

16 
0 


22 
2 

22 

0 


i  Proteus 

0 
500 


70 
300 
0 
3 


40000 
1200 


40 

200 

0 

450 

0 

7 


*  Conflicting  organisms. 


^  Other  organisms  partly  obscured  the  medium. 
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rapidly  decrease  until  they  are  no  longer  perceptible.  The 
increase  in  streptococci  is  rapid  after  they  appear — so  rapid,  in 
fact,  that  small  numbers  of  B.  coli  would  hardly  affect  the 
eflBciency  of  an  isolation  made  a  few  hours  before  the  colon  bacilli 
disappear.  The  streptococci  attain  a  maximum  soon  after  the 
other  organisms  disappear,  and  remain  near  this  maximum  for 
one  or  two  days.  The  time  of  incubation  allowable  before  making 
plate  cultures  for  isolation  of  streptococci  has,  therefore,  wide 
limits. 

The  time  of  beginning  of  gas  formation  is  a  factor  of  consid- 
erable importance.  In  the  few  cases  in  which  this  time  was  noted 
with  our  mixtures  of  known  ratio,  the  colon  bacilli  attained  their 
maximum  numbers  within  a  few  hours  after  gas  formation  began. 
In  the  case  of  the  polluted  waters,  however,  a  somewhat  longer 
period  may  intervene  between  the  first  appearance  of  gas  and  the 
numerical  colon  maximum,  but  in  our  experiments  the  latter  gen- 
erally occurred  within  twenty-four  hours  of  the  time  of  inocu- 
lation. This  fact  has  a  direct  bearing  on  laboratory  procedure. 
Since,  in  ordinary  practice  with  the  fermentation  tube  as  applied 
to  water  examination,  gas  formation  is  expected  if  B.  coli  is 
present,  and  since  streptococci  are  likely  to  appear  soon  after  gas 
formation  begins,  it  would  seem  advisable  to  look  for  B.  coli  in 
the  confirmatory  tests  immediately  after  the  first  appearance  of 
gas,  rather  than  after  a  twenty-four  to  forty-eight  hour  period,  as 
has  been  customary  in  some  laboratories. 

From  the  results  of  this  investigation  we  suggest  as  a  method 
for  the  detection  of  B.  coli  and  sewage  streptococci  in  water  the 
following  procedure: 

Inoculate  the  desired  quantity  of  water,  preferably  1  c.c,  into 
dextrose  broth,  in  a  tube  or  apparatus  suitable  for  the  ready  deter- 
mination of  gas  production.     Incubate  at  37°  C. 

After  a  few  (six  to  twelve)  hours'  incubation  examine  the  cul- 
tures for  gas.  Within  two  or  three  hours  after  the  gas  formation 
is  first  evident  plate  from  the  broth,  into  litmus  lactose  agar,  incu- 
bating for  twelve  to  eighteen  hours  at  37°  C.  If  at  the  end  of 
this  time  no  acid-producing  colonies  are  present,  it  is  probably 
safe  to  assume  that  there  were  no  colon  bacilli  present.     If,  on  the 
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other  hand,  red  colonies  are  present,  these  must  be  further  exam- 
ined by  the  usual  diagnostic  tests  for  B.  coli. 

After  the  first  plating  from  the  dextrose  broth  replace  the  fer- 
mentation tube  in  the  incubator,  allow  it  to  remain  there  for 
thirty -six  hours,  and  then  plate  again  in  litmus  lactose  agar. 
This  plating  should  give  a  nearly  pure  culture  of  streptococci,  if 
these  organisms  were  originally  present  in  the  water. 

If  colon  bacilli  are  not  found  in  the  first  set  of  plates,  the 
streptococci  may  still  be  isolated,  if  present,  by  this  method,  or 
possibly  after  a  somewhat  shorter  period  of  incubation  than  we 
have  suggested. 

A   POSSIBLE   BAPID   TEST   FOB   8TBEPT0C5O0CI. 

Since  the  streptococci  follow  the  colon  bacilli  in  their  develop- 
ment in  the  dextrose  tube  it  is  plain  that  they  can  easily  withstand 
an  amount  of  acid  such  as  is  produced  in  the  tube  by  B.  coli. 
We  have  taken  advantage  of  this  fact  in  attempting  to  devise  a 
method  for  the  detection  of  streptococci  without  waiting  for  colon 
bacilli  to  develop ;  since  it  seems  desirable,  if  streptococci  iare 
to  be  reckoned  with  in  the  future  as  a  part  of  the  regular  routine 
of  bacteriological  water  analysis,  to  have  this  determination  parallel 
with  that  of  B.  coli,  and  as  rapid  as  possible.  We  have  accord- 
ingly proposed  to  use  for  this  purpose  a  medium  of  suflSciently 
high  acidity  to  inhibit  the  growth  of  B.  coli  and  of  most  water 
bacteria,  bul  which  shall  still  permit  the  development  of  strep- 
tococci. 

The  question,  however,  arises  whether  the  desired  result  is  to 
be  determined  by  the  kind  of  acid  used  or  by  the  mere  degree  of 
acidity;  i.  e,,  whether  the  effect  is  limited  to  the  particular  acid 
produced  by  colon  bacilli,  namely,  lactic  acid,  or  may  be  secured 
by  the  presence  of  a  sufficient  quantity  of  such  acids  as  hydro- 
chloric or  sulphuric,  as  well  as  lactic.  We  have  therefore  deter- 
mined by  titration  the  approximate  amount  of  acid  produced  in 
dextrose  broth  up  to  the  period  of  maximum  numbers  of  B.  coli, 
and  have  prepared  a  dextrose  broth  of  slightly  greater  acidity 
than  that  indicated  by  these  titrations.  On  inoculation  of  such 
broth  with  fresh,  raw  sewage  in  great  dilution,  we  have  succeeded 
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in  cultivating  streptococci  in  a  nearly  pure  condition  after  only 
24  hours'  incubation.  Further  consideration  of  this  problem  is 
reserved  for  another  paper. 

In  conclusion  the  authors  wish  to  acknowledge  with  gratitude 
their  indebtedness  to  Professor  W.  T.  Sedgwick  for  helpful  sug- 
gestions and  his  kindly  interest  in  the  work. 
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THE  TOXIC  ACTION   OF  SCARLATINAL  AND  PNEU- 
MONIC SERA  ON  PARAMCECIA.* 

Alice  Hamilton. 
{From  the  Memorial  Institute  for  Infectious  Diseases^  Chicago.) 

The  toxic  effect  of  the  blood  serum  of  certain  animals  upon 
paramoecia  was  studied  by  Ledoux-Lebard.f  He  used  the  serum 
of  the  guinea  pig,  rabbit,  goat,  horse,  sheep,  beef,  calf,  white  rat, 
pigeon,  and  goose,  diluting  with  water  at  least  twenty  parts  to 
one  of  serum,  in  order  to  render  the  solution  isotonic  with  the 
paramoecia.  Balbiani  had  already  pointed  out  the  fact  that  para- 
moecia would  die  in  any  serum  which  had  not  been  diluted  by  more 
than  an  equal  volume  of  water,  this  being  due,  not  to  substances 
in  the  serum  toxic  to  paramoecia,  but  to  its  hypertonicity.  Accord- 
ing to  Balbiani,  paramoecia  are  isotonic  with  a  0.3  per  cent,  solu- 
tion of  common  salt. 

Ledoux-Lebard  found  that  the  blood  serum  of  all  the  animals 
he  tested  had  a  more  or  less  pronounced  toxic  effect  upon  para- 
moecia. This  effect  was  shown,  first,  by  a  slowing  of  the  move- 
ments; then,  by  an  irregular,  often  rotating  movement,  which 
gradually  ceased  altogether,  the  paramoecia  lying  motionless  at 
the  bottom  of  the  glass.  Careful  examination  showed  that  this 
change  in  the  activity  of  the  paramoecia  was  due  in  the  beginning 

•  Received  for  publication  October  15, 1908.     j[  Ann.de  VInstitut  Pasteur^  1902, 16,  p.  510. 
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to  the  formation  of  a  long  viscous  thread  at  the  caudal  extremity, 
which  impeded  progression  and  caused  the  paramcecia  to  make 
irregular  movements  in  the  effort  to  get  rid  of  it.  This  fila- 
ment Ledoux-Lebard  regards  as  a  mass  of  excrement.  In  most 
instances  the  paramcecia  became  agglutinated  by  means  of  their 
filaments,  but  this  was  not  invariably  true,  and  was  influenced  by 
factors  other  than  the  presence  of  filaments  and  the  slowing  of 
the  paramcecia,  for  it  was  absent  in  several  cases  when  these  two 
conditions  were  present.  Ledoux-Lebard  thinks  that  some  recip- 
rocal attraction  must  be  present  before  agglutination  can  occur. 
After  the  paramcecia  have  become  motionless,  certain  further 
changes  occur,  if  the  serum  is  toxic  enough  to  cause  their  death. 
Their  bodies  become  deformed,  the  contractile  vesicles  cease  pul- 
sating and  dilate,  the  shaj>e  becomes  oval,  and  death  ensues. 
This  was  seldom  earlier  than  after  twenty -four  hours.  Aggluti- 
nation occurred  usually  in  two  to  three  hours,  sloping,  in  about 
fifteen  minutes.  In  case  all  of  the  paramcecia  did  not  die,  the 
surviving  ones  were  not  found  to  have  acquired  immunity.  The 
serum  of  guinea  pig,  white  rat,  goose,  and  cattle  was  found  toxic 
in  dilutions  as  high  as  1 :  320 ;  that  of  white  rat  and  horse  pro- 
duced agglutination  in  the  higher  dilutions  only.  The  serum  of 
goose  caused  immobilization  in  a  dilution  of  1 :  320,  more  rapid  in 
proportion  to  the  dilution.  Beef,  rat,  and  goose  serum  had  the 
highest  degree  of  toxicity. 

He  also  examined  twenty-eight  specimens  of  human  serum, 
fourteen  of  which  were  from  patients  suffering  from  various  dis- 
eases, fourteen  from  the  freshly  severed  umbilical  cord  of  normal 
parturient  women.  Six  of  the  first  fourteen  were  non-toxic ;  eight 
were  toxic  in  dilutions  of  1 :  20.  Of  the  sera  from  the  parturient 
women  ten  were  very  slightly  toxic ;  four  caused  immobilization  and 
death  of  almost  all  paramcecia  within  twenty -four  hours.  This 
variability  was  no  greater  than  that  seen  in  the  individual  cases 
among  the  lower  animals,  nor  does  Ledoux-Lebard  seem  to  have 
found  much  difference  between  the  normal  and  pathological  sera. 
There  are  no  details  given  as  to  the  fourteen  patients  from  whom 
the  pathological  sera  were  taken. 

Exposure  to  a  temperature  of  55°  C.  for  ten  to  thirty  minutes 
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destroyed  the  toxic  effect  of  rabbit  and  guinea-pig  serum.  Horse 
serum  and  beef  serum  required  60°  C.  The  effort  to  restore  this 
toxicity,  by  the  addition  of  fresh,  non-toxic  human  serum,  failed. 

These  experiments  of  Ledoux-Lebard,  suggesting  as  they  do  a 
new  method  of  study  of  elements  in  the  blood  serum,  seemed 
worthy,  not  only  of  confirmation,  but  of  an  attempt  at  further 
extension,  especially  into  the  domain  of  pathological  human 
serum.  Ledoux-Lebard's  experiments  in  this  line  were  not  pro- 
ductive of  positive  results,  yet  it  seemed  possible  that  the  exami- 
nation of  a  larger  number  of  specimens  might  show  that  the 
variations  met  with  are  not  only  those  which  are  to  be  expected 
in  different  individuals,  but  that  they  are  dej^endent  upon  the  dif- 
ferent diseased  conditions. 

The  following  studies  were  made  upon  the  serum  from  cases  of 
scarlet  fever  and  lobar  pneumonia  chiefly,  with  a  few  cases  of 
erysipelas  and  septicemia,  of  each  of  which  only  four  or  five 
specimens  could  be  obtained. 

The  technic  employed  was  very  simple.  Cultures  of  para- 
mcecia  in  tap  water  were  kept  on  hand,  and  the  serum  was  added 
directly  to  this  water  in  a  dilution  of  1:5,  the  mixture  being 
made  in  an  ordinary  hollow-ground  slide,  which  was  then  placed 
in  a  moist  chamber.  Ledoux-Lebard's  dilution  of  1 :  20  was  used 
at  first,  but  was  abandoned  for  the  1 : 5  dilution,  as  this  produces 
all  the  changes  in  the  same  order  as  the  weaker,  but  much  more 
rapidly.  If  a  dilution  of  1 :  20  is  used,  the  first  change,  slowing 
and  rotary  motion  on  the  part  of  the  paramcecia,  may  occur  almost 
as  quickly  as  in  the  stronger  solution,  but  very  often  this  effect  is 
transient,  only  a  few  paramoecia  die,  and  the  rest  recover  their 
active  motility.  This  is  what  was  found  to  occur  usually  with 
normal  human  serum,  and  often  with  pathological  serum,  which 
could  not  then  be  distinguished  from  the  normal.  If,  however,  a 
large  proportion  of  serum  was  used,  the  difference  became  marked, 
for  the  pathological  serum  caused  death  within  a  few  hours,  while 
the  normal  caused  only  transient  slowing,  with  perhaps  the  death 
of  a  few  individuals. 

The  phenomena  which  occur  in  the  paramoecia  as  the  result  of 
the  toxic  action  of  a  serum  were  found  to  be  the  same  as  those 
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described  by  Ledoux-Lebard,  with  the  exception  of  the  aggluti- 
nation, which  was  very  rarely  seen,  probably  because  of  the  strong 
solution  used.  As  already  stated,  Ledoux-Lebard  failed  to  'find  it 
in  the  stronger  solutions  used  by  him,  probably  because  immobili- 
zation and  death  occurred  too  soon.  I  could  find  no  evidence  of 
"reciprocal  attraction."  The  agglutination,  if  present,  seemed 
always  due  to  the  mechanical  effect  of  the  sticky  threads  attached 
to  the  caudal  extremities  of  the  paramoecia. 

The  first  change  observed  as  the  result  of  the  action  of  a  toxic 
serum  is  that  the  paramoecium  swims  less  rapidly,  no  longer  darts 
across  the  field,  but  makes  its  way  with  some  diflBculty,  and  turns 
from  side  to  side,  now  and  then  rotating  rapidly  for  a  few  seconds, 
apparently  in  the  effort  to  relieve  itself  of  the  clinging  mass  of 
excrement  which  hinders  its  movements.  Even  in  this  stage  a 
dilation  of  the  contractile  vesicles  may  be  observed,  in  cases 
where  the  serum  is  very  toxic,  but  usually  this  does  nof  appear 
until  the  paramoecia  have  become  immobile  and  fallen  to  the 
bottom  of  the  glass.  Motionless  individuals  with  some  dilation 
of  the  vesicles  may  still  recover,  and  after  several  hours  may  be 
found  normal  in  appearance  and  activity.  In  other  cases,  if  the 
serum  is  moderately  toxic,  they  may  die  without  further  change; 
but  if  the  serum  is  very  toxic,  they  become  greatly  distorted  in 
shape,  the  contriactile  vesicles  dilate  enormously,  and  coalesce  into 
one  large  vacuole,  which  then  forces  its  way  to  the  surface,  pushing 
the  protoplasm  to  one  side.  Usually  the  outer  covering  is  not 
ruptured,  but  the  vacuole  occupies  the  pointed  end  of  the  now 
pear-shaped  paramoecium,  the  granular  protoplasm  filling  the 
large,  rounded  end.  The  quicker  the  action  of  the  serum,  the 
greater  the  deformity  produced.  Paramoecia  which  die  from 
starvation,  from  putrefaction  in  the  culture  medium,  or  from  heat 
do  not  show  deformity  and  seldom  show  dilation  of  the  vesicles. 
In  this  connection  may  be  mentioned  an  observation  of  Salomon- 
sen*  on  the  negative  chemotaxis  exerted  by  dead  paramoecia. 
This  experimenter  killed,  by  means  of  a  hot  needle,  one  or  two 
individuals  among  a  large  number  of  paramoecia,  and  noticed  that 

*  ContribtUions  to  Celebrate  the  Inauguration  of  the  State  Serum  Institute^  Copenhagen, 
1902. 
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the  living  ones  avoided  these  dead  bodies,  turning  sharply  away 
when  they  had  approached  within  a  certain  distance.  As  I  had 
never  observed  this  avoidance  of  the  dead  bodies  on  the  part 
of  the  living  paramoecia  in  any  of  my  examinations,  I  repeated 
Salomonsen^s  experiment  with  the  hot  needle, .  and  found  the 
result  described  by  him,  but  found  also  that  it  was  transient, 
lasting  never  more  than  fifteen  minutes.  After  that  the  negative 
chemotaxis,  whatever  its  nature,  ceases  to  exert  an  influence,  and 
the  paramoecia  swim  indifferently  around  and  over  their  dead 
comrades.  It  would  seem  that  the  effect  must  be  produced  by 
the  hot  needle,  for  it  does  not  occur  when  paramoecia  die  from 
the  effect  of  toxic  substances. 

A  series  of  experiments  as  to  the  toxicity  of  the  sera  of  dif- 
ferent animals  was  first  made,  in  confirmation  of  the  experiments 
of  Ledoux-Lebard.  The  effect  in  all  these  experiments  is  denoted 
toxic  when  all  paramoecia  are  killed  within  twenty-four  hours, 
incompletely  toxic  when  some  are  still  living  at  the  end  of  this 
time,  or  when,  although  none  have  been  killed,  still  the  transient 
slowing  and  dilation  have  been  observed.  The  degree  of  toxi- 
city is  shown  by  three  asterisks  when  the  full  effect  takes  place 
within  three  hours'  time,  by  two  asterisks  when  it  takes  place  in 
more  than  three  and  less  than  seven  hours,  and  by  one  asterisk 
when  it  occurs  between  seven  and  eighteen  hours.  Incomplete 
toxicity  is  expressed  by  the  combination  of  an  asterisk  and  a  line, 
and  absence  of  toxicity  by  a  line.     The  following  results  were 

obtained: 

TABLE  I. 

The  Toxic  Action  on  Paramoecia  of  Serum  of  Lower  Animals. 


Rabbit . 


Dog. 


1 

*** 

3 

*** 

4 

*** 

5 

♦** 

6 

*** 
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*** 
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*** 

9 

*** 

.  10 
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*** 
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*** 
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It  was  found  that  the  toxicity  of  blood  was  very  much  less  than 
that  of  serum,  and  that  serum  left  in  contact  with  the  clot  some- 
times showed  an  increase  in  toxicity  after  twenty-four  hours.  As 
a  rule,  the  toxicity  remained  unchanged  for  the  first  two  days,  and 
then  diminished  progressively,  disappearing  between  the  third 
and  fifth  days.  Heated  to  55°  C  for  thirty  minutes,  all  of -these 
sera  lost  their  toxic  effect  except  the  beef  serum,  in  which  case 
the  heating  had  to  be  prolonged  to  one  hour  and  a  quarter  before 
the  toxic  action  disapj^eared  completely. 

The  toxic  substances  are  absorbed  by  the  paramoecia,  and,  as 
shown  by  the  following  experiment,  a  serum  can  be  rendered  non- 
toxic by  the  addition  of  repeated  doses  of  paramoecia: 

TABLE  II. 

Exhaustion  of  the  Toxicity  of  Serum. 

Rabbit  serum  No.  8       -        -        -        -    1  gtt. 
Paramoecium  culture        -        -        -        3  gtt. 

Death  in  thirty  minutes. 
Paramoecium  culture    -        -        -        -    1  gtt. 

Death  after  eighteen  hours. 
Paramoecium  culture        -        -        -        1  gtt.  (making  the  usual  1:5  dilution). 

No  effect  after  twenty-four  hours. 

This  serum  was  decanted  off  and  fresh  serum  1:5  added  to  the  living 
paramoecia. 

Paramoecia  died  in  forty  minutes. 

The  same  results  were  obtained  from  beef  serum. 

In  order  to  determine  whether  the  bodies  of  the  dead  para- 
moecia can  take  up  this  toxic  substance,  those  killed  in  the  last 
experiment  were  exposed  to  the  action  of  fresh  serum  for  an  hour 
and  a  half,  the  serum  then  decanted  and  dropped  upon  living 
paramoecia.  It  was  shown  to  have  lost  none  of  its  toxicity;  the 
bodies  of  paramoecia  killed  in  this  way  cannot,  therefore,  absorb 
the  active  substance. 

The  sera  of  thirty-four  adults  in  apparently  normal  condition 
were  then  examined  (see  Table  III). 

Thus  among  thirty-four  normal  sera  nine  were  more  or  less 
toxic,  three  of  these  nine  being  markedly  so  without  any  apparent 
cause,  as  the  individuals  from  whom  the  blood  was  taken  were  in 
perfect  health.     Those  marked  *  caused  a  transient  slowing  and 
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swelling  of  the  paramcBcia,  but  no  lasting  eflFect.  Serum  No.  23 
was  examined  four  times,  and  only  once  exhibited  any  toxicity. 
Heating  to  55°  C.  destroyed  the  toxic  action  in  these  nine  sera. 

One  hundred  specimens  of  serum  from  scarlet-fever  patients 
were  then  examined,  with  the  results  shown  in  Table  IV. 

An  analysis  of  these  -figures  shows  that  of  the  one  hundred 
sera  eighty-five  were  toxic ;  the  remaining  fifteen  were  either  non- 
toxic or  only  transiently  or  incompletely  so.  In  one  of  these, 
blood  was  used  instead  of  serum  (2036),  and,  as  had  been  found 
in  the  case  of  the  serum  of  lower  animals,  the  blood  was  almost 
inactive.     Five  of  the  fifteen  non-toxic  specimens  of  serum  were 

TABLE  III. 
The  Toxic  Action  on  Paramoecia  of  Normal  Human  Serum. 


No.  1  . . . 

No.  10  . . . 

No.  19  . . . 

_ 

No.  27  . . . 

_ 

2... 

** 

11  ... 

- 

20... 

- 

28... 

*♦ 

3... 

* 

12... 

* 

21  ... 

_ 

29... 

_ 

4... 

*** 

13... 

* 

22... 

- 

30... 

_ 

5... 

_ 

14... 

•N- 

23... 

*** 

31  ... 

* 

6... 

_ 

15... 

- 

24... 

*♦ 

32... 

* 

7... 

_ 

16... 

- 

25... 

- 

as... 

- 

8... 

_ 

17... 

♦** 

26... 

* 

34... 

* 

9... 

- 

18... 

4c 

taken  comparatively  late  in  the  course  of  the  disease  (207,  196, 
202,  199,  242),  and  in  all  but  one  of  these  the  sera  had  proved 
toxic  during  the  early  stages  of  the  disease.  Another  (206)  was 
from  a  case  in  which  there  was  great  doubt  as  to  the  diagnosis, 
leaving  eight  non-toxic  cases  (204,  205a,  190,  220,  221,  262,  278, 
and  285a)  which  must  be  regarded  as  exceptional,  as  they  were 
taken  from  cases  of  undoubted  scarlet  fever  early  in  the  course  of 
the  disease.  Fifty -eight  of  the  eighty-five  toxic  cases  belonged 
to  the  group  marked  *** ;  that  is,  they  produced  the  full  effect, 
within  three  hours;  fifteen  were  slightly  less  toxic,  taking  from 
three  to  seven  hours  to  produce  their  effect;  and  twelve  were  still 
less  toxic,  taking  from  seven  to  eighteen  hours.  Of  these  twelve 
only  five  were  sera  taken  early  in  the  course  of  the  disease;  the 
remaining  seven  were  either  blood,  not  serum  (229  and  230),  or 
were  taken  late  from  cases  in  which  the  serum  had  formerly  been 
very  toxic  (202,  230,  263,  2726,  and  2776).     As  a  rule,  the  blood 
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TABLE  IV. 

Paramoecidal  Action  of  Scarlatinal  Serum. 


Case  No. 

Day  of 
Disease 

Toxicity 
of  Serum 

Character  of  Disease 

Remarks 

178 

? 

*  *  * 

? 

Ser.  sent  in  from  out- 
side hosp.  No  hist. 

179 

? 

♦  *  * 

? 

tt 

181 

5th 

*  *  ♦ 

Severe 

182 

6th 

*  * 

Moderately  severe 

184 

4th 

♦  *  * 

Mild 

185 

5th 

*  *  * 

Severe 

186 

? 

»  *  * 

Moderately  severe 

188 

? 

*  *  * 

? 

u 

190 

4th 

_ 

Severe 

192 

3d 

*  *  * 

Mild 

193 

13th 

*  *  * 

Moderately  severe 

194 

5th 

*  *  * 

Moderately  severe 

195 

3d 

*  *  ** 

Moderately  severe 

196a 

5th 

*  * 

Mild 

1966 

6th 

*  * 

Mild 

196c 

12th 

_ 

Mild 

197 

7th 

* 

Mild 

198 

15th 

*  « 

Moderately  severe 

199a 

6th 

*  « 

Moderately  severe 

1996 

25th 

- 

Moderately  severe 

200 

4th 

*  * 

Moderately  severe 

201 

7th 

*  ♦  ♦ 

Mild 

202a 

7th 

*  *  * 

Moderately  severe 

2026 

nth 

*  *  * 

Moderately  severe 

202c 

13th 

* 

Moderately  severe 

202d 

19th 

- 

Moderately  severe 

203a 

7th 

* 

Moderately  severe 

2036 

10th 

« 

Moderately  severe 

Blood 

204 

? 

- 

? 

Ser.  sent  in  from  out- 
side hosp.  No.  hist. 

205a 

6th 

« 

Moderately  severe 

2056 

16th 

*  *  * 

Moderately  severe 

206 

6th 

« 

Mild 

Diagnosis  doubtful 

207a 

5th 

* 

Moderately  severe 

2076 

25th 

- 

Moderately  severe 

208a.    ... 

3d 

♦  *  * 

Moderately  severe 

2086 

10th 

*  *  * 

Moderately  severe 

209a.... 

3d 

*  *  * 

Moderately  severe 

2096 

10th 

*  *  * 

Moderately  severe 

210a 

5th 

*  ♦  * 

Moderately  severe 

2106 

15th 

*  *  * 

Moderately  severe 

220 

? 

* 

Mild 

221 

5th 

- 

Moderately  severe 

226 

6th 

* 

Moderately  severe 

229a 

3d 

* 

Mild 

Blood 

2296 

3d 

♦  *  * 

Mild 

230a 

8th 

*  *  * 

Mild 

2306 

12th 

* 

Mild 

Blood 

230c 

12th 

*  *  ♦ 

Mild 

230d 

13th 

♦ 

Mild 

231 

3d 

*  * 

Moderately  severe 

234 

2d 

*  * 

Moderately  severe 

235 

2d 

*  * 

Moderately  severe 
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TABLE  iy,~  Continued 
Paramoecidal  Action  of  Scarlatinal  Serum. 


Degree  of 

Case  No. 

Day  of 
Disease 

Toxicity 
of  Serum 

Character  of  Disease 

Remarks 

236 

3d 

♦  *  * 

Mild 

237 

4th 

*  ♦  * 

Severe 

240 

4th 

*  *  * 

Mild 

242 

22d 

- 

Severe 

Uremia 

245 

4th 

*  * 

Severe 

249a 

4th 

*  *  * 

Moderately  severe 

Strep,  in  blood  dur- 
ing life 

2496 

9th 

*  *  * 

Moderately  severe 

250.. 

? 

*  *  * 

? 

Ser.  sent  in  from  out- 
side hosp.   No  hist. 

251 

4th 

*  *  * 

Mild 

252 

3d 

* 

? 

(( 

253a 

5th 

*  * 

Moderately  severe 

25:^6 

32d 

*  *  * 

Moderately  severe 

254 

5th 

♦  *  * 

Mild 

255 

7th 

*  «  ♦ 

Mild 

Diagnosis  doubtful 

256 

4th 

*  *  » 

Severe 

257 

? 

*  *  * 

? 

258 

8th 

*  *  * 

Severe 

260 

? 

♦  *  * 

Moderately  severe 

261 

3d 

*  *  * 

Moderately  severe 

262 

3d 

« 

Mild 

263 

21st 

* 

Mild 

267 

*  ♦  * 

Mild 

269 

2d 

*  *  * 

Mild 

270a 

2d 

*  *  * 

Severe 

2706 

4th 

*  *  ♦ 

Severe 

271a 

2d 

*  «  * 

Moderately  severe 

271 6 

7th 

*  * 

Moderately  severe 

272a 

15th 

♦  ♦  * 

Severe 

2726 

24th 

* 

Severe 

Blood  taken  8hr.  after 
death.    Strep,  in  b. 

273 

3d 

*  *  * 

Mild 

274 

3d 

*  *  * 

Moderately  severe 

275 

4th 

*  *  * 

Severe 

277a 

4th 

*  *  * 

Moderately  severe 

2776 

17th 

* 

Moderately  severe 

278 

4th 

« 

Moderately  severe 

280 

3d 

*  *  * 

Mild 

2a3 

5th 

♦  ♦  ♦ 

Very  mild 

284a 

5th 

*  * 

Moderately  severe 

Comp.  with  diph. 

2846 

7th 

*  *  * 

Moderately  severe 

285a 

3d 

*  * 

Severe 

2856 

6th 

Severe 

Died  on  day  b.  was 
taken.    Strep,  in 

286a 

2866 

3d 
5th 

*  *  * 

*  *  * 

Mild 
Mild 

blood  abundantly. 

286c 

8th 

*  « 

Mild 

288 

3d 

*  *  * 

Moderately  severe 

289a 

3d 

»  ♦  * 

Moderately  severe 

2896 

5th 

*  ♦  * 

Moderately  severe 

290 

7th 

*  *  * 

Severe 
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withdrawn  early  in  the  course  of  the  disease  was  very  toxic,  and 
there  was  a  gradual  diminution  of  toxicity,  with  complete  disap- 
pearance at  varying  periods,  sometimes  as  early  as  the  twelfth 
day  (196),  although  a  high  degree  of  toxicity  might  persist  up  to 
the  thirty-second  day  (253),  or  there  might  even  be  an  increase, 
the  second  sample  being  more  toxic  than  the  first  (253,  205). 

It  is  easy  to  see  from  the  table  that  the  severity  of  the  clinical 
symptoms  had  nothing  to  do  with  the  toxicity  of  the  serum,  for  a 
mild  case  sometimes  yielded  a  seriim  much  more  toxic  that  of  a 
fatal  case  (compare  273  mild,  with  2856  fatal).  Has  the  strepto- 
coccus anything  to  do  with  the  toxicity  of  the  serum  ?  Paramoecia 
live  and  multiply  in  milk  and  bouillon  cultures  of  streptococcus, 
as  well  as  in  sterile  milk  and  bouillon ;  indeed,  this  organism  seems 
to  serve  as  food  for  them,  for  they  multiply  actively  in  hay  infu- 
sion with  which  an  agar  culture  of  streptococcus  has  been  mixed. 
Balbiani  considers  the  ordinary  bacteria  of  hay  infusion  the  best 
nutrient  for  paramcecia,  and  apparently  streptococcus  can  also  be 
used  as  food,  although  [mtrefactive  bacteria  cause  death  of  para- 
moecia in  a  few  hours.  Not  only  could  no  harmful  action  be  laid 
to  the  streptococcus,  but  it  was  found  that  the  growth  of  this 
organism  actually  diminished  the  toxicity  of  a  normally  toxic 
serum.  Rabbit's  blood  serum  has  been  shown  to  be  toxic  to 
paramcecia,  and  to  remain  so  for  twenty -four  to  forty-eight  hours, 
even  when  kept  at  room  temperature;  but  if  this  serum  be  inocu- 
lated with  streptococcus  and  left  for  eighteen  to  twenty-four 
hours  at  room  temperature,  the  toxic  substances  will  have  disap- 
peared altogether.  The  same  change  takes  place  w^ithin  the  body 
of  the  animal.  Two  rabbits  and  one  guinea  pig  were  given  intra- 
venous injections  of  bouillon  cultures  of  streptococci,  isolated  from 
the  tonsils  of  three  cases  of  scarlet  fever.  After  the  death  of  the 
animals  the  blood  serum  was  found  to  be  absolutely  non-toxic. 
In  the  case  of  the  rabbit  and  the  guinea  pig,  therefore,  it  would 
seem  that  the  substance  toxic  to  paramoecia,  far  from  being 
increased  by  the  growth  of  the  streptococcus,  is  usually  destroyed 
by  it.  As  for  human  serum,  the  presence  of  streptococci  in  the 
blood  was  demonstrated  in  cases  249,  2726,  and  2856.  The  first 
of  these  sera  was  toxic  in  the  highest  degree,  the  second — a  fatal 
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case — only  slightly  toxic,  the  third  absolutely  without  eflFect.  In 
these  cases,  therefore,  it  is  impossible  to  attribute  any  action  to 
the  streptococcus.  The  sera  seem  to  behave  exactly  as  do  the 
sera  in  which  no  organisms  were  found :  249,  taken  in  the  early 
stages  was  very  toxic;  2726,  in  the  latter,  was  less  so;  2856,  non- 
toxic on  the  sixth  day  of  the  disease,  must  be  reckoned  among  the 
unexplained  exceptions. 

Three  cases  of  septicemia,  in  two  of  which  the  streptococcus 
was  groWn  from  the  blood  during  life,  were  tested,  and  also  three 
cases  of  erysipelas,  with  the  following  results: 

TABLE  V. 

Erysipelas.  Puerperal  Septicemia. 

1  .         .  .  .        _1  .         .         .         .        _ 

2  -        -        -        -  _2         -        -        .        .  * 

3  -        -        -        -       *3  ..... 


In  other  words,  these  six  acted  exactly  like  normal  human 
serum,  which  is  usually  almost  or  quite  non-toxic ;  and  it  is  there- 
fore impossible  to  say,  as  can  be  said  of  the  normally  paramoecidal 
sera  of  the  rabbit  and  guinea  pig  cited  above,  that  the  strepto- 
coc<;al  infection  had  destroyed  the  toxic  substance. 

The  next  question  which  suggested  itself  was  whether  the 
toxicity  of  scarlatinal  sera  would  be  affected  by  the  streptococcus 
in  the  same  way  as  is  that  of  rabbit  serum  when  inoculated  with 
this  organism.  The  sera  from  two  cases  of  scarlet  fever  were 
inoculated  with  streptococci,  and  the  cultures  allowed  to  grow  for 
twenty-four  hours  at  room  temj^erature., 

EXHAUSTING  TOXIC   SUBSTANCES   BY   MEANS  OP   STREPTOCOCCUS. 

Serum  195  (twenty-four  hours  old):  paramcecia  killed  in  twenty-four 
hours. 

Serum  195,  with  twenty-four  hours*  streptococcus  growth:  no  effect  in 
twenty -four  hours. 

Serum  230c  (twenty-four  hours  old):  paramoecia  killed  in  twenty-four 
hours. 

Serum  230c,  with  twenty-four  hours'  streptococcus  growth:  no  effect  in 
twenty-four  hours. 

Apparently,  then,  the  growth  of  the  streptococcus  in  human 
serum  outside  of  the  body  has  the  same  elfect  as  the  growth  in 
rabbit  and  guinea-pig  serum  within  and  without  the  body. 
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Of  course  it  was  possible  that  the  effect  produced  on  para- 
moecia  by  scarlet-fever  serum  might  also  be  produced  by  the 
serum  in  other  infectious  diseases.  As  the  sera  from  pneumonia 
patients  were  available  in  comparatively  large  numbers  in  the 
laboratory,  these  were  chosen  for  purposes  of  comparison.  Eighty 
specimens  of  serum  from  pneumonia  patients  were  tested. 

The  toxicity  of  pneumonic  serum  varies  greatly,  but  shows  on 
the  whole  less  divergence  from  normal  serum  than  does  scarlatinal, 
as  can  be  seen  by  a  comparison  of  the  three: 

TABLE  VI. 


Scarlet  fever. 
Pneumonia. . 
Normal 


•  •  • 

•  • 

* 

• 

58 

15 

12 

6 

26 

12 

8 

19 

3 

3 

3 

6 

7 
15 
19 


Eighty-five  per  cent,  of  the  scarlet-fever  sera  were  toxic,  65 
per  cent,  of  the  pneumonia,  and  26.5  per  cent,  of  the  normal. 

The  toxicity  of  the  serum  in  pneumonia  bears  no  apparent 
relation  to  the  stage  of  the  disease  or  to  the  severity  of  the 
symptoms.  The  serum  may  be  exceedingly  toxic  as  late  as  the 
fourteenth  day,  or  it  may  be  non-toxic  from  the  outstart,  and  this 
in  cases  rapidly  fatal.  The  only  thing  which  seemed  to  have  a 
rather  constant  influence  upon  the  serum  in  this  respect  was  the 
presence  of  the  pneumococcus  in  the  blood.  I  am  indebted  for 
these  details  to  Dr.  Rosenow,  who  was  at  the  time  making  a 
bacteriologic  study  of  the  blood  of  pneumonia,  and  who  kindly 
gave  me  his  results.  It  was  found  that  only  2(5  per  cent,  of  the 
blood  sera  which  had  proved  toxic  to  paramoecia  gave  a  fairly 
abundant  growth  of  the  pneumococcus,  while  56  per  cent,  of  the 
non-toxic  contained  abundant  pneumococci. 

These  results  can  only  be  considered  as  suggesting  the  possi- 
bility that  the  toxicity  for  paramoecia  of  the  blood  serum  in  pneu- 
monia is  diminished  or  exhausted  by  the  presence  in  the  blood  of 
large  numbers  of  pneumococci,  in  the  same  way  apparently  as  the 
normal  toxicity  of  rabbit  and  beef  serum  and  of  scarlatinal  serum 
is  destroyed  by  the  growth  of  the  streptococcus. 
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The  statement  has  already  been  made  that  the  active  substance 
in  the  blood  sera  of  the  lower  animals  which  are  toxic  to  para- 
moecia  is  destroyed  by  heating  to  55°  C,  in  some  instances  to  48°, 
and  that  it  disapi)ears  spontaneously  if  the  serum  is  left  at  room 
temperature  for  eighteen  to  twenty-four  hours.  This  was  found 
to  be  true  of  scarlet-fever  serum  also  and  of  pneumonic  serum; 
and  further  experiments  served  to  show  that  the  toxic  substance 
is  not  simple,  but  is  composed  of  at  least  two  bodies,  one  of  which 
is  unstable,  easily  destroyed  by  heating  to  48°  or  55°  C.  (comple- 
ment), and  disap|)earing  spontaneously  after  eighteen  to  thirty- 
six  hours;  the  other  stable,  not  easily  destroyed  by  heat,  and 
capable  of  uniting  with  a  fresh  complement  to  produce  the  toxic 
effect  after  the  original  complement  has  been  destroyed. 

Ledoux-Lebard  suggested  that  this  was  the  probable  nature  of 
the  toxic  principle  in  the  blood  serum  of  the  lower  animals,  but 
he  was  not  able  to  supply,  with  fresh  non-toxic  human  serum,  the 
complementary  body  of  the  serum  of  horse,  guinea  pig,  rabbit, 
etc.,  which  had  been  subjected  to  a  heat  of  55°  to  60°  C.  for 
thirty  minutes.  It  is  possible,  however,  to  reactivate  the  heated 
sera  of  these  animals,  with  fresh  serum  of  another  sjiecies,  and 
also  to  reactivate  heated  scarlatinal  serum,  although  many  attempts 
prove  failures,  and  a  fresh,  non-toxic  serum  which  serves  to  supply 
the  complement  to  one  heated  serum  often  fails  to  do  so  for 
another  of  the  same  species. 

The  technic  employed  in  reactivating  serum  was  the  following : 
TABLE  VII. 
Paramoecia  {ca.  200)  in  water  -        -     *  -        -        -    2.0  c.c. 
Dog  serum  heated  to  55°  C.  for  thirty  minutes  0.4  c.c. 

Left  over  night  in  ice-box.    Paramoecia  lively  next  morning. 

Poured  into  large  vessel  of  tap-water  and  allowed  to  swim  about  for 
fifteen  to  thirty  minutes.  Fished  out  and  placed  in  hollow-ground  slide  with 
normal  human  serum  No.  6  (which  had  proved  to  be  entirely  non-toxic)  in 
proportion  of  1  part  serum  to  5  parts  water.  Paramoecia  were  slowed  in 
thirty  minutes.  Dilation  of  vesicles  and  immobilization  occurred  in  one  hour 
and  a  half,  death  in  two  hours. 

In  the  same  way  beef  serum  heated  to  55^  C.  for  one  hour  and  a  quarter 
was  reactivated  by  three  different  specimens  of  fresh  non-toxic  human  serum 
(Nos.  6,  8,  and  11).  The  above  experiment  with  dog  serum  heated  to  55°  and 
normal  human  serum  No.  5  was  repeated,  but  with  this  difference,  that  the 
human  serum  was  three  days  old.  The  result  here  was  negative,  the  three- 
day  old  serum  failing  to  reactivate  the  heated  serum. 
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The  following  experiment  shows  that  low  temperature  tempo- 
rarily suspends  paramoecidal  action: 

TABLE  VIII. 

Fresh  serum  of  dog -        -    0.4  c.c. 

Paramoecia  in  water        -        - 2.0  c.c. 

Left  overnight  in  ice-box.  Paramoecia  lively  next  morning,  but  on 
removing  to  room  temperature  they  died  in  one  and  one-half  hours. 
Repeated  experiment  with  the  same  result. 

REACTIVATION   OP  STEEPTOOOCCUS  SERUM. 

a)  Beef  serum  (streptococcus  culture,  eighteen  hours)  -    1  part 

Paramoecium  culture 5  parts 

No  effect  in  two  and  one-half  hours. 
5)  Beef  serum  (streptococcus  culture,  eighteen  hours)   -    1  part 

Paramoecium  culture 10  parts 

Normal  human  serum  No.  6 1  part 

Paramoecia  showed  slowing  and  swelling  in  thirty  minutes,  death  in  two 
and  one-half  hours. 

REACTIVATION   OF   HEATED   SCARLATINAL   SERUM. 

Serum  No.  195  (heated  to  55 **  C.  for  fifteen  minutes)        -    OA  c.c. 
Paramoecium  culture 2.0  c.c. 

Left  overnight.  Paramoecia  lively  next  morning.  Poured  into  a  dish  of 
water  and  left  for  thirty  minutes.  Fished  out  and  placed  in  hollow-ground 
slide  with  one  part  of  fresh,  normal  human  serum  No.  12  to  five  parts  of  para- 
moecium culture.    Death  of  all  paramoecia  in  fourteen  hours. 

This  experiment  was  repeated  with  this  difference,  that  the  normal  serum 
was  added  directly  to  the  mixture  of  heated  scarlatinal  serum  and  paramoe- 
cium culture  with  the  addition  of  enough  water  to  make  the  dilution  the  usual 
1:5.  The  result  here  was  the  same  as  in  the  first  experiment,  and  in  the  fol- 
lowing experiments  this  simple  technic  was  the  one  usually  employed: 

TABLE  IX. 
Reactivation  of  Heated  Scarlatinal  Serum. 


Case  No. 
of  Scarlati- 
Dal  Serum 

Toxicity 

Decree  of 
Heat 

Frosh  Non- 
Toxic  Serum 

Result 

201 

*  * 

56'^  C. 

10 

Dead  in  eighteen  hours 

201 

*  * 

56 

206t 

t(     (t         i(           « 

202 

*  *  * 

56 

10 

t(           U                  (i                       (( 

208 

*  *  * 

56 

202dt 

Dead  in  two  and  one-half  hours 

209 

♦   4c   Xc 

56 

202dt 

Dead  in  twenty-four  hours 

218 

*    *   * 

56 

221t 

(t       it                i(                     a 

271a 

*   *   * 

iS 

26 

Dead  in  eighteen  hours 

272a 

*  *   * 

iS 

28 

a        ti             t(                it 

272a 

*   *   * 

56 

28 

u         <(               u                  « 

272a 

*  *  * 

60 

28 

u          «                 U                      it 

2886 

*  *   * 

48 

34 

1 

2886 

*   *   * 

56 

34 

1            ((           (t                  U                       (( 

i 

2886 

4c   *   * 

60 

34 

u       a            t(               u 

t  Non-toxic  scarlatinal  serum. 
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On  the  other  hand,  it  was  found  impossible  to  restore  the 
toxicity  in  a  large  number  of  cases.  For  instance,  serum  No.  99, 
which  had  restored  the  toxicity  to  No.  209,  failed  to  do  the  same  for 
Nos.  205  and  210 ;  and  there  were  many  similar  failures  encountered 
in  the  effort  to  find  suitable  complements  for  the  different  sera. 

The  following  experiment  shows  that  the  complementary  body 
involved  in  producing  the  death  of  paramoecia  is  probably  the 
same  as  that  involved  in  hemolysis  of  rabbit  corpuscles: 

TABLE  X. 

Rabbit  corpuscles  washed  and  brought  up  to  original  quantity  of 

blood  by  the  addition  of  normal  salt  solution  -  -  -  -  2.0  cc. 
Serum 2.0  cc. 

added  at  once  and  then  in  smaller  quantities  until  hemolysis  seemed  com- 
plete, the  tube  being  kept  at  37°  C. 

This  serum,  with  its  hemolytic  complement  for  rabbit  corpuscles  thus 
exhausted,  was  added  to  paramoecia  in  the  usual  1:5  dilution  (allowance  being 
made  for  the  original  dilution  of  the  serum  with  normal  salt),  and  it  proved 
to  have  no  effect  on  the  paramoecia,  its  toxicity  having  entirely  disappeared, 
while  the  control  specimen  of  this  same  serum,  No.  254,  was  toxic  in  two  and 
one-half  hours. 

It  has  already  been  stated  that  the  paramoecia  which  survived 
the  action  of  a  moderately  toxic  serum  had  not  acquired  any 
immunity  thereby,  but  succumbed  to  a  second  dose  of  the  same 
serum.  Efforts  were  made  to  immunize  the  paramoecia  against 
scarlatinal  serum  by  adding  repeated  small  doses  of  such  serum 
to  cultures  of  paramoecia  at  intervals  of  two  to  three  days.  The 
serum  used  in  the  first  experiment  was  No.  202,  and  it  was  added 
in  doses  of  0.5  cc.  to  8.0  cc.  of  the  paramoecium  culture  which 
was  kept  in  the  ice-box.  Three  doses  were  given,  at  intervals  of 
two  days  each.  On  the  third  day,  after  the  last  dose,  the  para- 
moecia were  apparently  perfectly  normal.  They  were  then  treated 
with  fresh  serum  No.  202,  in  the  usual  dilution  of  1:5,  and  at  the 
same  time  a  control  preparation  was  made  with  fresh  paramoecium 
culture  and  serum  No.  202.  The  paramoecia  which  had  been 
treated  with  successive  doses  died  in  two  and  one-quarter  hours, 
the  control  paramoecia  a  little  later.  The  same  negative  results 
were  obtained  with  serum  No.  201.  Heated  serum  was  then 
used,  first  only  three  doses  being  given,  then  five,  then  seven; 
but  in  all  these  experiments  the  paramoecia  thus  treated  showed 
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themselves,  if  anything,  more  susceptible  to  the  usual  dose  of 
toxic  serum  than  the  untreated  paramoecia. 

The  fact  having  been  demonstrated  that  there  are  certain  sub- 
stances in  the  blood  serum  in  scarlet  fever  toxic  to  paramoecia, 
the  question  then  arose :  Are  those  substances  peculiar  to  the  blood 
of  this  disease?  Is  there  any  qualitative  diflFerence  between  them 
and  the  toxic  substances  present  in  pneumonia  and  other  diseases? 
Two  lines  of  experiment  were  undertaken  to  answer  this  question. 

In  the  first  place,  it  seemed  possible  that  there  was  a  difference 
in  the  complementary  bodies  entering  into  the  toxic  principle  in 
these  two  kinds  of  sera.  As  has  been  stated  already,  the  comple- 
ment in  scarlatinal  serum  which  is  concerned  in  the  destruction 
of  paramoecia  seems  to  be  the  same  as  that  which  is  concerned  in 
the  hemolysis  of  rabbit  corpuscles.  A  parallel  experiment  was 
made  with  pneumonic  serum;  the  hemolytic  complement  for 
rabbit  corpuscles  was  exhausted  and  the  serum  (formerly  toxic 
to  paramoecia)  tested.  In  this  case,  just  as  in  the  case  of  the 
scarlatinal  serum,  the  complement  had  been  exhausted,  and  there 
was  no  toxic  action  on  paramoecia,  so  that  this  attempt  to  prove  a 
difference  between  the  two  bodies  failed. 

The  second  attempt  was  also  a  failure.  It  was  thought  that 
by  heating  the  sera  to  different  temperatures  it  might  prove  that 
the  serum  of  scarlet  fever  could  not  be  reactivated  after  a  certain 
temperature  had  been  reached,  while  the  serum  of  pneumonia  could 
still  be  reactivated,  or  vice  versa.  Experiments  were  made  with 
eight  scarlatinal  and  eight  pneumonic  sera.  They  were  heated  to 
40°,  48°,  54°,  and  60°  C.  The  toxicity  in  all  was  destroyed  at  48°, 
and  the  efforts  to  reactivate  gave  no  results  which  pointed  to  any 
difference  in  the  two  kinds  of  serum.  The  reactivation,' as  always, 
was  capricious ;  one  eighteen-hour-old  normal  serum  would  supply 
the  complement  for  a  certain  serum  and  not  for  others,  but  there 
was  no  apparent  difference  in  the  two  kinds  tested.  Both  scarlatinal 
and  pneumonic  sera  can  be  reactivated  after  having  been  heated 
to  60°  for  thirty  minutes,  provided  the  right  normal  serum  is  found. 

Mention  has  already  been  made  of  the  fact  that  the  blood  of 
the  lower  animals  proved  to  be  less  active  than  the  serum.  If  the 
serum  was  removed  from  the  clot  immediately  after  coagulation 
and  left  on  ice  for  twenty-four  hours,  it  was  found  to  be  loss  toxic 
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than  the  same  serum  left  in  contact  with  the  clot.  The  same  was 
found  to  be  true  of  the  serum  of  scarlet  fever  and  of  pneumonia. 
The  degree  of  toxicity  of  the  blood  never  exceeded  the  lowest — 
death  after  seven  hours — and  in  those  cases  where  blood  and 
serum  from  the  same  specimen  were  tested  separately,  the  serum 
was  always  much  more  toxic  (Case  229,  third  day,  blood  *, 
serum  ***;  Case  230,  twelfth  day,  blood  *,  serum  ***).  Nor 
was  the  full  toxic  effect  obtained  if  the  blood  was  defibrinated 
and  the  serum  separated  by  centrifugal  action.  Only  when  the 
serum  was  left  on  ice  in  contact  with  the  clot  for  twelve  to  twenty- 
four  hours  was  the  full  effect  obtained,  and  in  a  few  cases  an  even 
longer  time  seemed  necessary.  Three  specimens  of  serum  were 
most  actively  paramoecidal  at  the  end  of  thirty -six  hours. 

*  These  facts  indicate  that  the  leucocytes  play  an  important  part 
in  the  forthation  of  the  paramoecidal  substance,  and  that  this  sub- 
stance is  probably  liberated  only  after  the  disintegration  of  the 
leucocytes.  Certainly  such  disintegration  seems  to  increase  the 
amount  of  toxic  substance  in  the  serum.  The  experiments  in 
reactivation  of  heated  sera,  described  above,  tended  to  show  that 
the  element  contributed  by  the  leucocytes  is  the  complementary 
body,  for  in  these  experiments  it  was  found  that  normal  human 
serum  when  perfectly  fresh  was  not  as  rich  in  complement  as  the 
same  serum  kept  on  ice  for  twelve  to  eighteen  hours.  In  some 
cases  the  older  serum  served  to  reactivate  the  heated  serum  when 
the  fresh  serum  had  failed ;  in  others  there  was  simply  an  increased 
activity  in  the  older  serum. 

If,  then,  the  leucocytes  supply  the  complement  which  enables 
the  toxic  substance  to  attack  the  paramoecia,  might  there  not  be 
an  explanation  for  the  loss  of  toxicity  observed  in  the  sera  inocu- 
lated with  the  streptococcus  and  in  the  cases  of  pneumonia  which 
proved  to  have  pneumococci  in  the  blood  ?  May  not  the  strepto- 
coccus and  the  pneumococcus,  as  they  develop,  use  up  the  leuco- 
cytic  substances,  and  thus  deprive  the  serum  of  its  toxicity  by 
depriving  it  of  this  particular  elementary  body?  This  theory 
would  seem  to  be  justified  by  the  fact  that  loss  of  toxicity  caused 
by  the  growth  of  the  streptococcus  is  due  to  the  loss  of  comple- 
ment, as  shown  by  the  above-described  experiments  in  the  reacti- 
vation of  such  sera  by  fresh  non-toxic  serum. 
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conclusions. 

The  serum  of  many  animals  (rabbit,  guinea  pig,  dog,  beef, 
sheep,  monkey)  is  toxic  to  paramoecia. 

Normal  human  serum  is  usually  non-toxic,  or  very  slightly 
toxic  to  paramoecia.  Nine  out  of  thirty-four  specimens  were 
more  or  less  toxic. 

The  serum  of  scarlet  fever  is  almost  always  toxic  to  paramoecia 
(85  per  cent,  of  all  cases  examined). 

The  serum  in  pneumonia  was  toxic  to  paramoecia  in  66  per 
cent,  of  all  cases  examined. 

No  qualitative  differences  in  the  toxic  principle  in  the  serum 
of  scarlet  fever  and  in  that  of  pneumonia  could  be  discovered. 

The  toxicity  of  scarlatinal  serum  is  apparently  independent  of 
the  streptococcal  infection,  being  certainly  not  increased  by  the 
presence  of  the  streptococcus  in  the  blood  during  life,  and 
decidedly  diminished  or  destroyed  by  the  growth  of  the  strepto- 
coccus in  the  blood  after  death. 

The  toxicity  of  the  serum  in  pneumonia  is  apparently 
diminished  or  destroyed  by  the  presence  in  the  blood  of  the 
pneumococcus  in  large  numbers. 

The  paramoecidal  substance  in  all  these  sera  is  composed  of  two 
different  elements ;  the  one  being  stable,  resisting  heat  of  60°  C. 
for  thirty  minutes  or  longer,  persisting  for  at  least  three  days  in 
a  serum  kept  at  room  temi)erature,  and  not  affected  by  the  action 
of  the  streptococcus  within  or  without  the  body ;  the  second  being 
unstable,  destroyed  by  heating  to  60°  C.  for  thirty  minutes  or 
more  (in  the  case  of  scarlatinal  and  pneumonic  sera  to  48°),  dis- 
appearing spontaneously  after  eighteen  to  forty  hours  at  room 
tem[)erature,  and  being  exhausted  or  destroyed  by  the  growth  of 
the  streptococcus. 

The  unstable  complementary  body  can  sometimes  be  supplied 
by  the  fresh  serum  of  another  spt^cies,  normally  non-toxic  to 
paramoecia. 

Exi)eriments  tend  to  show  that  the  complement  is  chiefly  or 
altogether  contained  in  the  bodies  of  the  leucocytes,  and  exists 
free  in  the  serum  only  after  disintegration  of  the  leucocytes. 


Digitized  by 


Google 


PNEUMOCOCCAL  BRONCHIOLITIS  (CAPILLARY 

BRONCHITIS).* 

C.  p.  Clark  and  F.  H.  Batman. 

(From  the  Patholoffical  Laboratory  qf  Rv^h  Medical  College^  Chicago.) 

Whether  capillary  bronchitis  constitutes  a  distinct  affection  is 
©till  a  mooted  question.  Some  authors  hold  that  it  is  so  closely 
related  to  tracheobronchitis  or  to  bronchopneumonia  that  it  should 
not  be  considered  a  separate  disease,  and  others  maintain  that  it 
is  an  established  entity  with  a  clinical  as  well  as  pathological 
basis. 

Austin  Flint*  objected  to  the  term  because  "the  bronchial 
branches  of  small  size,  but  not  the  smallest,  are  affected  in  so-called 
capillary  bronchitis."  Loomis  and  Thompson^  maintain  that  '*the 
capillary  tubes  are  no  longer  regarded  as  the  seat  of  a  catarrhal 
inflammation  which  can  with  propriety  be  termed  a  capillary 
bronchitis  as  a  pathological  entity,  since  the  process  cannot  extend 
to  the  terminal  bronchioles  without  a  corresponding  lobular 
involvement."  Many  years  ago  Morrill'  remarked  that  the 
employment  of  the  term  "capillary  bronchitis"  to  describe  a  dis- 
tinct and  independent  disease  had  diminished,  and  that  "the 
space  allotted  to  it  in  the  writings  of  the  best  authorities  has  been 
abridged."  Christopher*  believes  that  this  affection  is  always 
associated  with  bronchopneumonia,  and  that  it  does  not  exist  as 
an  independent  affection.  Hoffmann*  states  that  it  is  not  separated 
from  the  simple  acute  tracheobronchitis  by  any  sharp  boundary 
line,  and  that  the  latter,  if  extensive,  is  always  associated  with 
the  former.  Osier'  considers  the  condition  merely  an  early  stage 
of  bronchopneumonia,  and  he  states  that  inflammation  of  the 
capillary  bronchi  rarely,  if  ever,  exists  without  involvement  of  the 
lobular  structure. 

But  opposite  views  are  not  wanting.  Ewart'  believes  that 
capillary  bronchitis  is  a  distinct  disease,  and  that  the  occurrence 
of  a  bronchopneumonia  is  not  inevitable,  death  occurring  before 

•  Received  for  publication  October  24, 1908. 
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consolidation  appears,  or  the  tendency  being  rather  *'to  peribron- 
chitis, to  purulent  infiltration  of  the  bronchi,  and  to  dilation, 
than  to  consolidation."  Stewart  alid  Gibson,*  J.  M.  Patton,* 
Fowler  and  Godlee,***  Powell,"  and  Samuel  West,"  in  recent  pub- 
lications, class  this  as  a  separate  affection.  According  to  West, 
capillary  bronchitis  has  been  established  as  a  special  disease 
both  by  clinical  and  pathological  evidence,  and  it  differs  from 
bronchopneumonia  in  that  the  former  is  secondary  to  a  tracheo- 
bronchitis, the  latter  being  of  acute  onset  without  a  previous 
bronchitis. 

Doubtless  the  close  relationship  between  this  disease  and 
bronchopneumonia  accounts  for  the  fact  that  the  former  resembles 
the  latter  in  being  primarily  a  disease  of  infants  and  the  aged. 
Ewart  states  that  it  is  "shared  exclusively  by  the  earliest  and 
latest  stages  of  life;"  Fowler  and  Godlee,  that  when  it  occurs  in 
mid-adult  life  it  is  among  alcoholics  and  obese  subjects. 

Capillary  bronchitis  is  considered  by  Duflocq  and  M6n6trier," 
Marfan,**.  West,  and  others  to  be  an  infectious  disease,  and 
Duflocq*^  and  Ritchie"  report  cases  substantiating  their  opinion. 
Just  as  in  tracheobronchitis,  here  also  the  most  frequent  organ- 
isms present  are  the  pneumococcus  and  streptococcus. 

That  there  may  occur,  in  an  adult,  an  inflammation,  practically 
limited  to  small  bronchi,  is  established  by  the  following  case. 

Abstract  of  the  clinical  record:  Peter  Damades,  a  Greek 
laborer,  twenty-one  years  of  age,  was  admitted  to  the  Cook 
County  Hospital  to  the  service  of  Dr.  E.  F.  Wells,  April  8, 1903. 
The  patient  could  not  speak  English,  and  the  previous  history 
was  not  obtained. 

Examination  showed  a  well-nourished  young  man,  who  per- 
spired freely  and  coughed  incessantly,  raising  a  white  expectora- 
tion. There  was  neither  discomfort  nor  distress.  The  tongue 
was  coated,  and  the  pharynx,  larynx,  tonsils,  and  uvula  were 
dusky  red. 

Externally  the  chest  showed  no  changes,  and  the  respiration 
was  easy.  Vocal  fremitus  was  normal,  and  the  movements  on 
both  sides  were  regular.  Normal  pulmonary  resonance  was 
obtained  over  the  entire  chest.     Crepitant  and  subcrepitant  ral^s 
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were  heard  below  the  third  rib,  anteriorly  and  posteriorly.  The 
vocal  sounds  were  unaltered,  and  tubular  breathing  was  absent. 
The  heart  was  normal  in  position,  but  the  first  sound  at  the  apex 
was  roughened.  The  spleen  was  not  palpable.  The  sputum  con- 
tained no  tubercle  bacilli,  but  diplococci  and  short  bacilli.  The 
urine  was  normal.     There  was  a  leucocytosis  of  15,000. 

The  temperature  on  entrance  was  101°  F.  The  fever  of  onset 
was  that  of  a  gradual  invasion,  reaching  a  maximum  height  of 
104?6  F.  on  the  sixth  day.     Subsequently  the  temperature  fell 
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and  did  not  again  reach  its  former  height.  It  is  noteworthy  that 
during  the  last  five  days  the  course  of  the  fever  was  in  all  respects 
similar  to  that  of  lobular  pneumonia,  the  drop  of  4?G  which 
occurred  on  the  last  day  closely  resembling  a  crisis  (see  curve). 

The  pulse  and  respiration  were  irregular,  the  former  during 
the  last  few  days  ranging  between  120  and  100;  the  latter,  between 
40  and  55. 

On  the  tenth  day  after  entrance  the  patient  became  delirious, 
ran  into  the  corridor,  and  died  soon  afterward.* 

The  clinical  diagnosis  was  pneumonia,  probably  associated 
with  miliary  tuberculosis. 

The  anatomical  diagnosis  (Dr.  E.  R.  LeCount):  bilateral  dif- 

*This  is  not  an  infrequent  form  of  death  in  lobar  pneumonia. 
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fuse  bronchitis,  bronchopneumonia  (minimum  degree),  acute 
swelling  of  mediastinal  and  tracheobronchial  glands,  acute  sple- 
nitis, hyperemia  of  the  kidneys,  hypertrophy  of  the  heart,  peri- 
splenitis, miliary  gummata  ( ?)  of  the  liver. 

The  great  resemblance  which  the  lesions  of  the  lungs  bore  to 
tubercles  was  responsible  for  an  anatomical  diagnosis  of  general 
miliary  tuberculosis  of  hematogenous  type  affecting  both  lungs. 
The  subsequent  histological  examination,  however,  proved  this 
diagnosis  to  be  erroneous. 

The  main  interest  centers  in  the  lungs,  and  the  following  brief 
description  of  them  is  taken  from  the  record: 

Combined  weight  of  the  lungs — 1,780  g.  The  pleura  of  the 
right  lung  is  glistening,  and  the  margins  are  prominent.  The 
lung  is  dark  red,  and  the  pleura  quite  free  from  coal  pigment. 
The  vessels  are  engorged.  At  one  point  externally  there  is  a 
calcified  area  with  a  yellow  center.  On  the  posterior  and  dia- 
phragmatic surfaces  are  found  granular,  projecting  nodules. 
There  are  no  adhesions  between  the  lobes. 

On  the  cut  surface  are  seen  disseminated  white  spots,  not 
distinctly  demarkated.  These  small  pale  areas  of  consolidation 
resemble  miliary  tubercles  in  all  respects,  except  that  they  are  not  so 
sharply  defined  at  the  margins,  coalescing  gradually  with  the  sur- 
rounding tissue.  They  are  absent  from  the  pleura,  but  are 
scattered  throughout  the  lung  quite  uniformly,  and  in  appear- 
ance are  somewhat  granular.  One  region  of  diffuse  consolidation, 
as  large  as  the  finger  nail,  occurs  in  the  upper  lobe.  It  is  granu- 
lar and  gray  on  the  fresh  surface.  A  yellow  mucopurulent  mate- 
rial exudes  from  the  cut  bronchi. 

The  left  lung  differs  from  the  right  only  in  the  presence  of  a 
small  amount  of  fibrous  adhesion  at  the  apex  of  the  fissure,  and 
a  small  area  of  atelectasis  at  the  lower  margin.  Scattered  through- 
out all  the  lobes  granular  areas  similar  to  those  in  the  right  lung 
are  found. 

The  tracheobronchial  glands  are  enlarged.  There  is  a  large 
mass  of  them  at  the  bifurcation  of  the  trachea.  They  are  soft, 
and  the  cut  surface  is  moist  and  dark  red.  Several  of  the  largest 
ones  weigh  together  200  g. 
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Baderial  examinaiion. — The  diplococcus  lanceolatus  was  ob- 
tained in  pure  culture  from  the  lungs  and  lymph  glands.  Cover- 
slip  preparations  showed  this  to  be  the  sole  organism  present.  It 
was  encapsulated  and  stained  by  Gram's  method.  Cultures  from 
the  spleen  and  pericardial  fluid  remained  sterile.  A  pure  bouillon* 
culture  of  the  organism  was  injected  into  the  peritoneal  cavity  of 
a  rabbit.  Death  followed  within  thirty  hours,  and  the  diplococ- 
cus was  recovered  by  cultural  methods  from  the  lungs,  spleen, 
liver,  heart's  blood,  and  peritoneal  fluid. 

Histological  ejraminatioii.-^MRiiy  of  the  bronchi  (2-5  mm.  in 
diameter)  are  normal.  Others  are  filled  with  leucocytes  and  scat- 
tered patches  of  epithelial  cells.  In  no  iyistance  does  the  wall 
show  evidence  of  inflammatory  change,  hence  it  is  likely  that  the 
leucocytes  seen  within  the  lumina  have  been  derived  from  distant 
foci  of  inflammation. 

The  bronchioles  of  less  than  1mm.  diameter  are  filled  com- 
pletely with  polymorphonuclear  leucotyj^s  and  desquamated  epi- 
thelial cells.  In  some  the  epithelial  lining  is  intact,  but  in  the 
majority  only  patches  of  cells  remain  attached  to  the  tunica 
propria,  the  detached  cells  lying  within  the  lumen,  often  in  long 
flakes.  In  others  the  epithelium  is  separated  en  masse,  forming 
an  isolated  tube  within  the  channel. '  Leucocytes  are  seen  in 
great  numbers  between  the  cells  of  the  attached  epithelium.  The 
tunica  propria  is  edematous  and  greatly  infiltrated  with  leucocytes. 
The  capillaries  are  engorged,  and  in  size  resemble  small  veins. 
In  many  bronchioles  these  capillaries  form  the  inner  lining  of  the 
wall.  The  circular  ring  of  muscle  fibers  of  the  bronchial  wall  is 
interrupted,  and  the  muscle  cells  are  seen  in  irregular  patches 
lying  among  the  other  tissue  elements.  The  perivascular  lymph 
vessels  are  greatly  dilated.  The  alveoli  immediately  surrounding 
the  bronchioles  are  in  many  instances  filled  with  leucocytes, 
epithelial  cells,  and  red  blood  corpuscles.  Those  more  distant  are 
free  from  inflammatory  products.  The  blood-vessels  of  the  alveo- 
lar walls  are  intensely  engorged. 

In  order  to  determine  further  the  relation  which  the  inflam- 
mation bears  to  the  bronchioles,  serial  sections  were  made  from 
several  areas  near  the  surface  of  the  lungs.     Sections,  10/a  thick. 
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were  cut,  and  every  third  was  examined.  The  study  of  the  series 
shows  that  the  inflammation  extends  along  the  bronchioles  and 
is  for  the  most  part  confined  to  them,  and  the  immediately  adja- 
cent alveoli,  whereas  distant  alveoli  are  either  unchanged  or 
dilated. 

From  the  foregoing  description  it  is  clear  that  the  large 
bronchi  are  free  from  inflammation.  The  alveolar  changes  are 
slight  considering  the  fact  that  the  inflammation  had  existed  for 
nine  days,  so  that  it  is  evident  that  the  bronchopneumonia  must  be 
considered  a  secondary  and  not  the  primary  lesion.  It  is  readily 
seen  that  the  bronchioles  are  the  seat  of  the  infection,  and  the 
case  must  be  regarded  as  one  of  so-called  capillary  bronchitis,  or 
preferable  bronchiolitis.  The  inflammation  was  bilateral,  affected 
all  the  bronchioles,  and  extended  into  the  minutest  subdivisions. 
The  bacteriological  examination  showed  the  diplococcus  lanceo- 
latus  to  be  the  essential  etiological  factor — hence  the  disease 
must  be  termed  a  pneumococcal  bronchiolitis. 

There  have  been  but  few,  if  any,  reports  of  similar  cases  with 
complete  examination,  but  records  of  clinical  cases  have  been  pub- 
lished by  P.  Duflocq  and  others. 

A  point  of  interest  in  connection  with  this  qase  is  the  fact  that 
during  the  recent  epidemit;  of  lobar  pneumonia  in  Chicago,  within 
a  period  of  six  months,  according  to  the  report  of  the  Board  of 
Health,  over  three  thousand  individuals  died  from  this  disease;  in 
the  majority  of  these  cases  the  organism  produced,  without  doubt, 
a  typical  pneumonia,  whereas  in  this  case  it  produced  a  diffuse 
affection  practically  free  from  consolidation.  The  reason  for  this 
great  difference  is  not  clear,  but  perhaps  it  would  be  better  under- 
stood if  we  knew  more  definitely  the  methods  by  which  the  pneu- 
mococcus  attacks  the  lungs. 
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IMPROVED  TECHNIC  OF  AGGLUTINATION  TEST  IN 
TYPHOID  FEVER— THE  USE  OF  FORMALINIZED 
CULTURES.* 

E.  H.  RUEDIOER. 
{From  the  Memorial  Institute  for  Infections  DisecueB^  Chicago.) 

Among  the  various  methods  employed  in  the  serum  test  for 
typhoid  fever  two  are  especially  popular  and  convenient  of  appli- 
cation. These  are  the  dried-blood  method,  j)erfected  and  popu- 
larized by  Wyatt  Johnston,  and  the  fresh-serum  method,  used  by 
Widal.  For  laboratory  and  scientific  purposes  the  fresh -serum 
method  is  preferable,  as  it  oflFers  a  means  of  determining  the 
maximum  agglutinative  power  by  making  dilutions  of  various 
strengths.  If  the  test  is  to  be  merely  qualitative  and  for  clinical 
purjx)ses,  and  especially  if  the  blood  is  sent  by  mail  to  a  labora- 
tory, the  dried-blood  method  is  by  far  the  more  convenient.  Both 
methods  are  reliable  and  readily  applied,  but  there  is  one  draw- 
back common  to  both.  They  both  require  a  living  culture  of  B. 
typhosus  which  should  not  be  over  twenty-four  hours  old,  and 
this  is  not  always  obtainable  except  at  institutions  where  the 
work  is  done  on  a  large  scale.  PrOscherf  has  shown,  however, 
that  a  twenty-four-hour  bouillon  culture  of  B.  typhosus  which 
has  been  killed  with  formalin  gives  the  same  specific  reaction  as 
the  living  culture  when  mixed  with  blood,  or  blood  serum,  from  a 
typhoid-fever  patient.  It  is  this  method  which  will  be  considered 
here. 

Material  for  study  was  obtained  from  the  cases  of  Dr.  Billings 

and  Dr.  Herrick  in  the  Presbyterian  Hospital,  and  as  typhoid 

fever  was  abundant  during  the  summer  and  autumn  of  the  year 

1902,  it  aflForded  me  an  excellent  opportunity  to  give  the  method 

a  fair  trial. 

Technic. — About  500  c.c.  of  plain  bouillon  were  inoculated  with  B.  typho- 
sus, incubated  at  36°  C.  for  twenty-four  hours,  and  then  the  organisms  were 
killed  by  adding  1  c.c.  of  formalin  for  every  100  c.c.  of  bouillon.  A  living 
twenty-four-hour  bouillon  culture  was  also  kept  on  hand,  and  comparative 

♦  Received  for  publication  October  15, 1903.  f  Centralbl.  f.  BakterioL,  1902,  31,  p.  400. 
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tests  were  always  carried  out.  The  tests  were  made  with  fresh  blood  serum 
and  with  dried  blood  as  follows:  Five  to  10  c.c.  of  blood  were  drawn  from  a 
superficial  vein  of  the  arm,  allowed  to  clot  in  a  sterile  bottle,  and  placed  in 
the  refrigerator.  The  clear  serum  which  exuded  was  taken  from  the  clot 
after  twelve  to  twenty-four  hours  and  diluted  with  nine  parts  of  distilled 
water,  and  the  resulting  mixture  called  a  1:10  dilution,  each  c.c.  containing 
0.1  c.c.  of  serum.  Having  made  the  1:10  dilution  pf  serum,  small  quantities 
were  mixed  with  the  living  and  also  with  the  dead  typhoid  culture  in  the 
following  manner: 

1.0  c.c.  1:10  serum  to  4.0  c.c.   bouillon  culture  =  1:50 

1.0    "  "  "  "  5.0    "  "  "  =1:60 

1.0    "  "  "  '*  6.0    "  "  **  =1:70 

1.0    "  "  "  "  7.0    ••  "  "  =1:80 

1.0    "  "  "  "  8.0    "  "  "  =1:90 

1.0    "  "  "  **  9.0    "  "  "  =1:100 

0.5    "  "  «  "  9.5    "  "  "  =1:200 

0.25"  "  "  "  9.75"  "  "  =1:400 

Now  1  C.C.  of  the  1 :  10  solution  was  mixed  with  9  c.c.  of  distilled  water, 
the  dilution  called  1 :100,  and  the  tests  continued  as  follows: 

1  e-.c.   1:100  serum  to  4  c.c.  bouillon  culture  =1:500 
1    "         "  "        "  5    "  "  "        =  1 :  600 

1    "         **  "        "  6    "  "  "        =1:700 

The^  tests  were  continued  until  a  dilution  of  1 :  100,000  was  reached  to 
determine  the  least  possible  quantity  of  serum  required  to  produce  visible 
agglutination,  and  to  compare  the  results  obtained  with  the  living  and  dead 
culture,  also  comparing  the  results  obtained  with  blood  serum  and  dried 
blood.  A  control  tube,  made  by  mixing  1  c.c.  of  a  1 :  10  dilution  of  normal 
blood  serum  with  4  c.c.  of  the  typhoid  culture,  was  always  used. 

In  this  manner  thirty-four  cases  were  studied,  using  fresh 
blood  serum.  At  the  same  time  tests  were  carried  out  by  the 
dried-blood  method,  with  both  living  and  dead  culture.  Four 
.  drops  of  blood  were  spread  on  a  glass  slide,  allowed  to  dry,  and 
later  dissolved  in  2  c.c.  of  distilled  water,  making  approximately 
a  1 :  10  dilution.  One  c.c.  of  this  dilution  was  put  into  each  of 
two  test-tubes  a  and  b.  To  Tube  a  were  added  4  c.c.  of  the  living 
culture,  and  to  6,  4  c.c.  of  the  dead  culture.  The  tubes  were  now 
set  aside  together  with  those  containing  fresh  serum,  and  the 
results  compared  (see  Table  of  Results). 

The  lowest  dilution  at  which  the  test  was  considered  positive 
was  1:50.  The  second  figures  under  each  case  indicate  the 
highest  dilutions  at  which  visible  agglutination  took  place  inside 
of  twelve  hours. 

Of  the  thirty-four  cases  studied  thirty  gave  positive  reaction, 
and  confirmed  the  clinical  diagnosis  of  typhoid  fever  which  in  the 
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TABLE  OF  RESULTS. 


Case 

Dead  BacQli 

Living  Bacilli 

Remarks 

1 1 

50  agg.  in  10  min.          1 
5,000  agg.  in  5  hre.         1 

50  agg.  in  10  min. 
■5,000  agg.  in  9  hrs. 

Typhoid  fever 

2 1 

50  agg.  in  15  min.          1 

50  agg.  in  15  min. 

Typhoid  fever 

2,000  agg.  in  6  hrs.        1 

2,000  agg.  in  10  hrs. 

3 1 

50  agg.  instantly           1 
8,000  agg.  in  5  hrs.        1 

50  agg.  in  5  min. 

Typhoid  fever 

8,000  agg.  in  8  hrs.. 

4 1 

50  agg.  in  30  min.          1 

50  agg.  in  40  min. 

Typhoid  fever 

eOO  agg.  in  7  hrs.           1 

600  agg.  in  12  hrs. 

5 1 

50  no  agg.                       1 

50  no  agg. 

Doubtful 

6 1 

50  agg.  in  30  min.          1 

50  agg.  in  40  min. 

Typhoid  fever 

1,000  agg.  in  8  hrs.        1 

1,000  agg.  in  12  hrs. 

7 1 

50  agg.  in  20  min.          1 

50  agg.  in  30  min. 
2,000  agg.  in  10  hrs. 

Typhoid  fever 

2,000  agg.  in  6  hrs.        1 

8 1 

.  50  agg.  in  30  min.          1 
5,000  agg.  in  5  hrs.        1 

50  agg.  in  35  min. 

Typhoid  fever 

5,000  agg.  in  8  hrs. 

9 1 

50  agg.  in  30  min.          1 

50  agg.  in  40  min. 

Typhoid  fever 

6,000  agg.  in  5  hrs.         1 

6,000  agg.  in  7  hrs. 

10 1 

50  no  agg.                       1 

50  no  agg. 

Paratyphoid 

11 1 

50  agg.  in  20  min.          1 

50  agg.  in  30  min. 
1,000  agg.  in  8  hrs. 

Typhoid  fever 

1,000  agg.  in  6  hrs.        1 

12 1 

50  agg.  in  5  min.            1 
2,000  agg.  in  6  hrs.        1 

50  agg.  in  10  min. 
2,000  agg.  in  10  hrs. 

Tj'phoid  fever 

13. 1 

50  agg.  in  30  min.      ^    1 

50  agg.  in  40  min. 

Typhoid  fever 

1,000  agg.  in  5  hrs.        1 

1,000  agg.  in  8  hrs. 

14 1 

50  agg.  in  20  min.          1 

30  agg.  in  30  min. 
2,000  agg.  in  9  hrs. 

Typhoid  fever 

2,000  agg.  in  5  hrs.        1 

15 1 

50  agg.  in  10  min.          1 
4,000  agg.  in  6  hrs.        1 

50  agg.  in  15  min. 

Typhoid  fever 

4,000  agg.  in  8  hrs. 

16 1 

50  agg.  m  20  min.          1 

50  agg.  in  30  min. 

Typhoid  fever 

500  agg.  in  6  hrs.           1 

500  agg.  in  8  hrs. 

17 1 

50  no  agg.                       1 

50  no  agg. 

Paratyphoid 

18 1: 

50  agg.  in  5  mm.            1 

50  agg.  in  5  min. 

Typhoid  fever 

20,000  agg.  in  10  hrs.     1 

20,000  agg.  in  12  hrs. 

19. l. 

50  agg.  in  40  min.          1 

50  agg.  m  1  hr. 

Typhoid  fever 

500  agg.  in  5  hrs.           1 

500  agg.  in  7  hrs. 

20 1: 

50  agg.  in  10  min.          1 
10,0S3  agg.  in  6  hrs.       1 

50  agg.  in  15  min. 

Typhoid  fever 

.  10,000  agg.  in  8  hrs. 

21 1: 

50  agg.  in  20  min.          1 

50  agg.  in  30  min. 

Typhoid  fever 

500  agg.  in  3  hrs.           1 

500  agg.  in  6  hrs. 

22 1- 

50  agg.  in  20  min.          1 

50  agg.  in  30  min. 

Typhoid  fever 

800  agg.  in  5  hrs.           1 

:  800  agg.  in  8  hrs. 

23 1 

50  agg.  in  20  min.          1 

50  agg.  in  30  min. 

Typhoid  fever 

1,000  agg.  in  6  hrs.         1 

:  1,000  agg.  in  10  hrs. 

24 1 

50  no  agg.                       1 

.  50  no  agg. 

Tuberculosis 

25 1 

50  agg.  in  10  min.          1 

50  agg.  in  15  min. 

Typhoid  fever 

10,000  a^g.  in  3  hrs.       1 

10,0&)  agg.  in  5  hrs. 

26 1 

50  agg.  m  20  min.           1 

50  agg.  in  30  min. 

Typhoid  fever 

500  agg.  in  6  hrs.           1 

500  agg.  in  9  hrs. 

27 1 

50  agg.  in  20  min.          1 

50  agg.  in  30  min. 

Typhoid  fever 

200  agg.  in  5  hrs.            1 

200  agg.  in  8  hrs. 

28 l' 

50  agg.  in  10  min.          1 

50  agg.  in  15  min. 

Typhoid  fever 

5,000  agg.  in  8  hrs.         1 

5,000  agg.  in  12  hrs. 

29 l' 

50  agg.  in  1  hr.               1 

50  agg.  in  IJ^  hrs. 

Typhoid  fever 

100  agg.  in  6  hrs.           1 

100  agg.  in  10  hrs. 
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TABLE  OF  RESULTS -Con^inw^d. 


Case 

Dead  Bacilli 

Living  Bacilli 

Remarks 

30 

1 :  50  agg.  in  1  hr. 

1 :  50  agg.  in  1}4  hrs. 

Typhoid  fever 

1 :  80  agg.  in  5  hrs. 

1 :  80  agg.  in  8  hrs. 

31 

1 :  50  agg.  in  1  hr. 

1 :  50  agg.  in  IH  hrs. 

Typhoid  fever 

1 :  100  agg.  in  6  hra. 

1 :  100  agg.  in  8  hrs. 

32 

1 :  50  agg.  in  1  hr. 

1 :  50  agg.  in  2  hrs. 

Typhoid  fever 

1 :  100  agg.  in  5  hrs. 

1 :  100  agg.  in  7  hrs. 

as 

1 :  50  agg.  in  40  min. 

4 :  50  agg.  in  1  hr. 

Typhoid  fever 

1 : 1,000  agg.  in  5  hrs. 

1 :  1,000  agg.  in  8  hrs. 

34 

1 :  50  agg.  in  1  hr. 

1 :  50  agg.  in  2  hrs. 

Typhoid  fever 

1 :  200  agg.  in  5  hrs. 

1 :  200  agg.  in  9  hrs. 

majority  of  these  cases  was  established  also  by  the  isolation  of  the 
typhoid  bacillus  in  cultures  of  the  blood;  two  proved  to  be  para- 
typhoid by  bacteriologic  examination  of  the  blood ;  one  doubtful ; 
and  the  other  tuberculosis. 

In  comparing  the  results  obtained  with  dead  cultures  with 
those  obtained  with  living  cultures,  it  was  found  that  the  two 
differ  very  slightly.  It  was,  however,  noticed  that  the  reaction 
becomes  evident  somewhat  sooner  with  the  dead  than  with  the 
living  cultures.  This  is  esj)ecially  noticeable  in  high  dilutions 
which  require  some  hours  for  the  agglutination  to  become  visible 
to  the  naked  eye.  Dried  blood  dissolved  in  distilled  water  gives 
practically  the  same  results  as  fresh  serum.  Although  the  dried- 
blood  method  is  very  convenient  for  clinical  purposes,  one  can 
save  time  and  trouble  by  using  fresh  blood,  which  gives  practically 
the  same  results  as  fresh  serum  or  dried  blood.  Four  drops  of 
pure  blood  are  allowed  to  flow  into  a  small  test-tube  or  vial  con- 
taining 2c.c.  of  a  1:500  solution  of  formalin  in  distilled  water. 
Distilled  water  lakes  the  blood,  forming  a  clear  solution.  The 
formalin  is  added  to  prevent  bacterial  growth  in  case  some  time 
elapses  before  the  blood  is  tested.  This  gives  approximately  a 
1 :  10  solution  of  fresh  serum. 

SUMMARY. 

In  summing  up,  briefly,  the  steps  of  the  method  most  suitable 
for  daily  clinical  use  are  as  follows: 

1.  Inoculate  a  large  quantity  of  plain  bouillon  (100-1,000  c.c.) 
with  B.  typhosus,  incubate  at  36*^  C.  for  twenty -four  hours,  and 
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add  1  c.c.  formalin  for  every  100  c.c.  of  bouillon.  The  culture  is 
now  ready  for  future  use,  except  that  it  must  be  shaken  before  it 
is  used,  because  the  dead  organisms  gradually  settle  to  the  bot- 
tom. A  culture  prepared  in  this  manner  is  always  ready  for  use, 
and  can  be  kept  at  room  temperature  for  many  months.* 

2.  With  a  lancet  or  some  other  sharp  instniment  prick  the 
lobe  of  the  ear  or  the  finger  tip  (preferably  the  lobe  of  the  ear) 
and  collect  four  drops  of  blood  in  a  small  test-tube  or  vial  con- 
taining 2  c.c.  of  a  1 :  500  solution  of  formalin  in  distilled  water. 
Laking  is  soon  complete,  making  a  clear  solution  of  approximately 
1:10. 

3.  To  1  c.c.  of  the  blood  solution  add  4  c.c.  of  the  dead  cul- 
ture, making  a  dilution  of  about  1:50,  and  set  the  tube  aside. 

4.  Make  a  control  tube  by  mixing  1  c.c.  of  a  1 :  10  solution  of 
normal  blood,  or  1  c.c.  of  distilled  water,  with  4  c.c.  of  the  culture, 
and  set  it  aside. 

If  agglutination  takes  place,  the  dead  organisms  collect  in 
clumps,  and  within  an  hour  or  two  are  seen  as  a  flocculent  pre- 
cipitate settling  toward  the  bottom,  leaving  the  bouillon  clear  at 
the  end  of  twelve  to  twenty -four  hours. 

Dried  blood  may  be  used  instead  of  fresh  blood.  On  a  glass 
slide  collect  four  drops  of  blood,  spread  it,  and  allow  it  to  dry. 
When  wanted  for  use,  dissolve  it  in*  2  c.c.  of  distilled  water  and 
proceed  as  directed  above. 

Among  some  of  the  general  deduction^  from  this  and  other 
recent  work  on  the  serum  test  in  typhoid  fever,  the  following  seem 
worthy  of  special  stress:  By  keeping  on  hand  and  using  typhoid 
cultures  killed  by  formalin,  one  is  always  prepared  to  apply  the 
serum  test  without  the  use  of  a  microscope  or  other  apparatus 
outside  of  one  or  two  small  test-tubes  or  bottles.  The  time  con- 
sumed is  practically  nothing,  and  the  method  appears  to  be  suit- 
able for  hospitals,  boards  of  health,  and  private  practice. 

*On  August  20,  1903.  a  good  reaction  was  obtained  with  a  culture  killed  August  20, 
1902  — that  is,  one  year  after  haying  been  killed. 
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BACILLUS  MUCOSUS  CAPSULATUS. 

A  STUDY  OF  THE  GROUP  AND  AN  ATTEMPT  AT  CLASSIFI- 
CATION OF  THE  VARIETIES  DESCRIBED  * 

Roger  G.  Perkins,  M.D., 
Fellow  in  the  Rockefeller  Institute  for  Research. 

{From  the  Pathological  Laboratories  of  Western  Reserve  Medical  School 
and  Lakeside  Hospital,) 

Since  Friedlander,  in  1883,  first  called  attention  to  the  pres- 
ence of  capsulated  bacilli  in  pneumonia,  a  number  of  observers 
have  described  organisms  more  or  less  similar  in  form,  and  found 
in  a  variety  of  pathological  lesions.  The  tendency  to  describe 
bacteria  as  new,  if  they  differed  in  any  way  from  previously 
described  organisms,  has  been  carried  to  its  widest  limits  in  this 
group.  Fricke,  in  his  exhaustive  monograph,  has  analyzed 
twenty-two  varieties  described  under  diflferent  names,  and  to 
these  must  be  added  two  others,  noted  by  observers  in  this 
country.  All  these  organisms  were  conceded  to  have  certain 
main  characteristics  in  common ;  but  inasmuch  as  they  did  not  in 
all  respects  agree  with  their  prototype,  the  pneumo-bacillus  of 
Friedlander,  they  were  described  in  detail,  and  given  a  number  of 
names. 

Of  late  the  work  of  bacteriologists  has  tended  rather  to  the 
grouping  of  closely  allied  bacteria  as  sub- varieties  under  a  single 
head  than  to  multiplying  varieties  on  the  ground  of  minute  and 
often  inconstant  characteristics.  The  almost  infinite  capacity  for 
variation  in  the  appearance  of  sub-cultures  from  the  same  colony, 
if  the  circumstances  of  growth  are  changed  even  to  a  minor 
degree,  is  a  clearly  sufficient  basis  for  such  a  tendency.  The 
necessity  for  classification  of  species  on  permanent  and  univer- 
sally found  differences  is  something  that  need  not  be  dwelt  on, 
and  the  simpler  such  classification  can  be,  coincident  with  clear- 
ness, the  more  valuable  it  will  be,  not  only  to  the  specialist  along 
these  lines,  but  to  the  more  or  less  casual  worker  who  is  at  present 
often  lost  among  the  multiplicity  of  detail. 

*  Received  for  publication  December  1, 1903. 
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In  three  years'  work  as  resident  pathologist  of  the  Lakeside 
Hospital,  the  writer  was  struck  with  the  frequency  of  bacteria, 
apparently  of  the  B.  mucosus  capsulatus  group,  in  the  routine 
autopsy  plates.  These  were  made  at  all  autopsies  from  the  heart's 
blood,  the  lungs,  the  liver,  the  spleen,  and  the  kidneys,  and  from 
any  other  organs  or  fluids  which  showed  changes  indicating  the 
possible  presence  of  micro-organisms.  In  about  one-fourth  of  all 
cases  colonies  of  the  B.  mucosus  capsulatus  type  appeared  on  the 
plates  in  sufficient  numbers  and  in  such  varied  distribution  as  to 
exclude  accidental  contamination.  Plates  were,  however,  made  as 
a  check,  from  the  air  of  the  different  rooms  where  the  bacterio- 
logical work  was  done,  but  in  no  case  was  an  organism  of  this 
type  recovered. 

A  piece  of  work  was  begun  with  the  bacteria  isolated,  but, 
owing  to  certain  accidents,  these  were  lost,  and  the  research 
remained  incomplete.  Enough  has  been  recorded  to  establish  the 
relationship  of  these  earlier  cultivated  organisms  with  the  later 
ones,  and  with  the  group  under  consideration. 

According  to  Fricke,  the  general  characteristics  of  the  group 
are  as  follows:  The  organisms  are  short,  possess  capsules,  show 
marked  pleomorphism,  and  form  no  spores.  They  are  not  motile, 
and  decolorize  by  Gram's  method.  They  grow  on  a  variety  of 
media  in  a  profuse  slimy  layer,  and  in  gelatin  slabs  they  do  not 
liquefy,  but  show  the  so-called  "nail-growth."  In  addition  to 
this,  most  of  the  bacteria  classed  under  this  head  form  a  moderate 
amount  of  indol,  and  ferment  carbohydrates  in  solution  with  the 
formation  of  gas  and  acid. 

In  286  consecutive  autopsies  in  which  routine  cultures  were 
made,  organisms  answering  to  the  above  description  were  isolated 
in  79  cases.  In  all  but  5  of  these  the  cultures  came  under  my 
personal  observation,  and  in  the  others  the  recorded  descriptions 
are  not  sufficiently  worked  out  to  exclude  the  colon  bacillus,  and 
will  therefore  not  be  considered.  This  leaves  74  cases,  or  25.8 
per  cent,  of  cases  studied  bacteriologically.  The  bodies  of  per- 
sons dying  in  the  hospital  are  placed  at  once  in  cold  storage  at 
0°  C,  and  autopsies  are  almost  always  performed  within  twenty- 
four  hours  of  death. 
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distribution. 

The  occurrence  of  B.  mucosus  capsulatus  has  been  noted  by 
many  authors,  and  in  a  great  variety  of  places  and  lesions.  The 
literature  in  this  respect  has  been  so  fully  covered  by  Fricke  in 
1896,  and  Clairmont  in  1902,  that  it  seems  scarcely  worth  while 
to  do  more  than  summarize  the  findings. 

Outside  of  the  animal  body  it  has  been  found  in  the  soil,  in 
the  air,  in  cracks  in  the  floor,  in  dust,  and  in  water.  It  has  been 
found  in  human  beings  in  health,  in  the  nose  frequently,  in  the 
mouth  more  rarely  (according  to  Netter  in  4.5  per  cent,  of  cases), 
in  saliva,  and  in  the  gastro-intestinal  tract.  In  disease  it  has 
been  isolated  from  the  sputum  of  influenza  patients,  and  of  per- 
sons with  pneumonia  and  tuberculosis,  of  course  in  association 
with  other  organisms.  The  pathological  lesions  in  which  it  has 
been  found  may  be  divided  according  to  their  relations  to  the 
body  functions:  . 

In  the  respiraiory  tracf,  it  has  been  found  in  rhinoscleroma, 
ozena,  inflammatory  conditions  of  the  nasal  passages  and  accessory 
nasal  sinuses,  in  lobar  and  bronchopneumonia,  in  abscess  and 
gangrene  of  the  lungs,  in  bronchitis,  and  in  bronchiectasis ;  in  the 
digestive  trad,  in  stomatitis,  gastroenteritis,  dysentery,  and 
appendicitis;  in  serous  cavities,  in  pleurisy  of  various  types,  in 
pericarditis,  and  in  peritonitis,  usually  perforative  in  origin;  in 
the  urinary  tract,  in  cystitis,  acute  and  chronic,  pyoureter,  pyo- 
nephrosis, pyelonephritis,  abscess  of  the  kidney,  and  in  infected 
adenocystoma  of  the  kidney ;  in  the  circulatory  system,  in  acute 
ulcerative  endocarditis ;  in  the  genital  tract,  in  acute  endometritis ; 
in  the  nervous  system,  in  brain  abscess,  gas  cysts  of  the  brain, 
meningitis ;  in  the  special  sense  organs,  in  otitis  media. 

Besides  these  local  infections,  a  number  of  cases  have  been 
described  in  which  there  has  been  a  general  infection,  often  of  the 
hemorrhagic  type,  as  noted  by  Howard,  Blumer  and  others. 

Distribution  in  Cleveland, — A  number  of  attempts  were  made 
to  ascertain  the  distribution  in  Cleveland.  Plates  from  earth 
obtained  along  the  streets  in  different  parts  of  the  city  showed  no 
organisms  of  this  type.  Investigations  pursued  independently  by 
the  class  in  bacteriology,  and  by  the  City  Bacteriological  Labora- 
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tory,  failed  to  show  it  in  city  water.  (Since  the  writing  of  this 
article,  organisms  of  the  group  have  been  found  in  the  city  water 
supply,  1903.)  Air  plates  in  the  laboratories  of  the  Medical 
School,  and  those  of  Lakeside  Hospital,  were  also  negative  in  this 
regard.  A  series  of  tests  by  the  City  Laboratory  in  1902 
(repeated  in  1903),  showed  none  of  this  group  in  a  large  series  of 
vaccine  points  and  tubes  from  different  makers. 

In  eighteen  plates  made  from  the  throats  of  members  of  the 
class  in  bacteriology,  all  of  whom  considered  themselves  well  at 
the  time,  only  one  showed  cultures  of  the  desired  kind. 

At  eighteen  successive  autopsies  at  Lakeside,  cultures  were 
made  from  the  stomach,  small  and  large  intestine,  before  these 
were  opened,  in  the  ustial  manner.  In  ten  of  these  it  was  possible 
to  isolate  organisms  of  this  group,  the  so-called  **aerogenes,"  from 
small  and  large  intestines,  but  in  no  case  from  the  stomach.  It 
is  probable  that  the  presence  of  the  colon  bacillus  may  in  some  of 
the  other  cases  have  obscured  the  colonies  of  B.  mucosus  capsu- 
latus,  so  that  the  number  of  positive  cases  is  perhaps  larger. 

The  series  of  seventy-four  cases  from  the  Lakeside  Hospital 
covers  quite  a  wide  pathological  field,  and  the  lesions  in  which  the 
organisms  were  found  may  be  summarized  as  follows: 


Bronchopneumonia  - 

19 

Adenocystoma  of  kidney  infected 

1 

Lobar  pneumonia 

1 

Tubercular  abscess  of  kidney  - 

3 

Hypostatic  pneumonia     - 

1 

Peritonitis,  purulent    - 

6 

Bronchitis 

5 

Pericarditis,  purulent 

Gangrene  of  lung 

1 

Endometritis,  acute     - 

Lung  tuberculosis,  cavity    - 

3 

Omphalitis,  acute     - 

Miliary  tuberculosis  of  lung    - 

.1 

Otitis  media          .        .        -        - 

Infarction  of  lung 

1 

Carcinoma  of  liver    - 

Hemorrhage  into  lung 

1 

Gas  cysts  of  brain,  general  gas- 

Cystitis  

3 

eous  emphysema 

1 

Pyonephrosis     -        -        -        - 

2 

— 

Pyelonephitis        -        -        -        - 

2 

Total 

56 

Pyoureter 

1 

In  14  cases  the  organisms  were  found  distributed  through  all 
organs,  though  none  could  be  classed  as  hemorrhagic  septicemias, 
the  nearest  approach  being  the  one  in  which  gas  cysts  of  the 
brain  and  a  general  gaseous  emphysema  were  observed.     In  the 
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other  cases  there  were  no  lesions  found  to  account  for  the  pres- 
ence of  the  organisms. 

In  hospital  cases  outside  the  autopsy  service,  bacteria  of  this 
type  were  found  in  three  appendix  cases  in  the  surgical  service, 
and  in  a  small  pustule  on  the  face  of  one  of  the  laboratory  attend- 
ants. The  organism  belonging  to  this  group  which  caused  a 
gaseous  and  hemorrhagic  epidemic  among  the  laboratory  guinea 
pigs  has  already  been  noted  elsewhere,  and  comes  under  the  first 
class  in  the  final  classification  in  this  paper. 

In  the  present  piece  of  work,  37  organisms  were  studied,  19  of 
them  being  from  the  Lakeside  material,  and  the  other  18  from 
various  sources,  with  the  idea  of  comparing  as  many  members  of 
the  group  as  possible  under  the  same  cultural  conditions. 

From  KrAl's  laboratory  the  following  strains  were  secured: 
B.  pneumoniae  Friedlander,  B.  capsulatus  mucosus  (Kruse,  Paul- 
ing, Fasching),  B.  afirogenes  Escherich,  B.  acidi  lactici,  B.  crassus 
sputigenus  Kreibohm,  B.  j)seudo-pneumonicus  Passet,  B.  capsula- 
tus Pfeiflfer,  B.  ozaense  Abel,  B.  rhinoscleromse;  through  the 
courtesy  of  Dr.  Harris,  of  the  Johns  Hopkins  Hospital,  six  strains 
isolated  from  various  sources  and  classified  as  B.  pneum.  Fried- 
lAnder ;  through  the  courtesy  of  Dr.  Blumer,  of  Albany,  B.  mucosus 
capsulatus  Blumer,  described  by  him  in  a  case  of  hemorrhagic 
septicemia;  and  from  the  stock  cultures  in  my  laboratory,  B. 
hemorrhagic  septicemia  Howard,  and  B.  mucosus  capsulatus 
Wright  and  Mallory. 

GENERAL   TECHNIO. 

The  series  was  inoculated  into  plain,  glycerin  and  glucose 
agar,  gelatin,  milk,  dextrose-free  and  ordinary  bouillon,  potato, 
blood  serum,  and  dextrose-free  bouillon  containing  1  per  cent,  of 
the  various  carbohydrates  under  consideration.  Where  jKDssible, 
the  media  were  made  up  according  to  the  si)ecifications  of  the 
American  Public  Health  Association,  and  titrated  to  a  reaction  of 
+  1.5  to  phenolphthalein. 

The  appearances  on  the  different  media  will  be  taken  up  sepa- 
rately, with  discussion  of  the  results  of  other  observers.  In  the 
tabulation  it  will  be  noticed  that  only  twelve  of  the  Cleveland  cul- 
tures are  analyzed.     The  other  seven  were  so  exactly  like  some  of 


Digitized  by 


Google 


246  Roger  G.  Perkins 

those  tabulated  that  it  would  be  a  useless  repetition  to  set  them 
down  in  full.  B.  m.  c.  13,  from  kidney  Aut.  238,  was  identical 
with  B.  m.  c.  1;  the  kidney  showed  no  lesion.  B.  m.  c.  14,  15, 
1(),  17  were  identical  with  B.  m.  c.  3;  they  were  all  from  the 
lungs,  which  showed  no  pneumonia,  but  congestion  and  edema. 
B.  m.  c.  18,  19,  were  from  the  liver  in  one  case  and  the  spleen  in 
another,  and  identical  with  B.  m.  c.  5;  neither  organ  showed 
marked  change. 

GROWTH   ON    DIFFERENT    MEDIA. 

Plain  agar,  —  The  colony  appearance  on  this  medium  was 
studied  with  a  view  of  ascertaining  whether  the  differences  in  the 
colonies  of  the  different  varieties  were  as  constant  and  valuable 
as  many  writers  state  them  to  be.  Strong  has  formed  two  main 
groups : 

I.  Young  colonies  colorless,  older  whitish,  capsules  present 
only  in  animal  exudates  and  easily  stained.  In  this  class  he 
places  B.  pneumonise  Friedlander,  Wright  and  Mallory,  B.  ozsenae 
Abel,  B.  crassus  sputigenus,  and  perhaps  rhinoscleroma. 

II.  Colonies  white  from  the  first,  capsules  hard  to  demonstrate. 
In  this  class  come  B.  afirogenes,  Pfeiflfer,  Kruse. 

In  plates  from  all  the  Cleveland  series,  except  No.  6,  the  col- 
onies were  in  general  of  the  second  type.  In  the  cultures  obtained 
elsewhere,  B.  aerogenes,  B.  capsulatus  septicus,  B.  peeudo-pneu- 
monicus,  Fasching,  Pfeiflfer,  Howard,  and  Blumer  also  came  under 
this  head. 

Rhinoscleroma,  and  Wright  and  Mallory,  were  still  pale  at 
thirty-six  hours,  but  Friedlftnder,  B.  ozaBuae  Abel,  and  B.  sputi- 
genus crassus,  though  pale  at  the  very  first,  after  twenty -four 
hours  showed  no  essential  diflference  from  those  of  the  second 
group. 

It  was  very  noticeable  that  colonies  on  the  same  plate  often 
differed  widely  in  appearance,  both  as  to  color  and  as  to  appear- 
ance under  the  low  |X)wer.  Further  development  of  such  colonies 
showed  them  to  be  similar,  and  plates  made  from  any  single 
colony  showed  the  same  variations.  When  the  colony  started 
just  below  the  surface  and  broke  through,  or  when  the  agar  was  a 
little  dry,  the  tendency  seemed  to  be  toward  the  whiter  color. 
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In  general,  the  colonies  were  raised,  white,  moist,  glistening, 
usually  round,  but  at  times  with  wavy  borders,  and  were  yellowish 
by  transmitted  light.  Under  the  low  power  they  were  finely  to 
coarsely  granular,  the  coarser  granules  being  usually  at  the  center 
and  shading  off  at  the  edges  to  an  almost  transj)arent  border.  No 
absolute  essential  and  dilBferentiating  characteristics  could  be 
seen,  agreeing  with  the  observations  of  Fricke,  Clairmont,  and 
others.  In  my  work  the  divisions  made  by  Strong  did  not  appear 
to  be  constant. 

Glycerin  agar  slants. — The  growths,  while  very  characteristic 
of  the  group  as  a  whole,  showed  no  constant  differences.  In  the 
majority  of  cases  the  growth  was  profuse,  much  wider  at  the  bot- 
tom than  at  the  top,  moist  and  shiny,  with  a  well-marked  porce- 
lain-like appearance.  The  edges  were  at  times  sharply  defined, 
and  at  times  shaded  off  into  the  media.  The  center  line  was 
sometimes  raised,  sometimes  in  the  form  of  a  shallow  groove. 
The  stab  was  granular,  showed  good  growth  all  the  way  down, 
and  in  most  cases  there  was  profuse  development  of  gas.  The 
water  of  condensation  was  heavily  clouded,  and  there  was  usually 
a  large  flocculent  sediment.  The  viscidity  varied,  being  abso- 
lutely constant  only  in  B.  rhinoscleromse  and  in  No.  9  of  my 
series. 

The  growth  of  B.  rhinoscleromae  was  rather  thin  and  paler 
than  the  rest,  the  water  of  condensation  was  always  very  viscid, 
and  no  gas  was  formed  in  the  stab. 

In  general,  the  less  moisture  in  the  agar,  the  greater  the  tend- 
ency to  a  raised,  sharply  defined,  rather  narrow  growth,  which  in 
media  containing  more  water  tends  to  spread  out  toward  the  sides 
and  to  be  thinner,  especially  at  the  edges.  The  gas  formation  is 
much  more  extensive  in  fresh  moist  agar. 

Glucose  agar, — The  growth  on  this  medium  showed  nothing 
additional  to  the  above,  except  that  the  organisms  capable  bf  fer- 
menting gave  more  gas  than  in  glycerin  agar. 

LOffler^s  blood  serum, —  The  cultures  on  this  medium  were  not 
characteristic.  The  growths  were  profuse,  yellowish  white,  and 
could  not  be  told  apart  when  the  labels  were  covered.  No  lique- 
iaction  ever  took  place  and  no  especial  odor  was  ever  noted. 
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Gelatin. — Several  series  of  tubes  were  inoculated  at  diflferent 
times  during  the  year,  and  observed  over  a  period  of  four  weeks 
each.  They  were  kept  at  room  temperature,  and  exix)sed  to  ordi- 
nary daylight,  though  not  to  direct  sunlight.  One  series  was 
made  on  media  a  week  old ;  the  others,  on  media  within  twenty- 
four  hours  from  the  last  sterilization. 

In  the  first  series,  where  the  media  were  a  little  more  dry,  the 
characteristic  round,  elevated,  so-called  '^nail-culture"  was  more 
frequent  than  in  the  subsequent  inoculations,  suggesting  that  the 
amount  of  moisture  in  the  gelatin  may  have  a  very  definite  influ- 
ence over  that  phenomenon.  PfeiflFer's  bacillus,  which,  according 
to  Clairmont,  never  forms  the  nail-growth,  did  form  it  in  the  dryer 
gelatin,  though  not  in  the  other. 

In  general,  in  the  38  cultures  examined,  15  had  rounded  tops 
in  all  inoculations,  while  5  always  grew  in  a  flattened  mass  on 
the  surface,  with  no  suggestion  of  a  nail-head.  The  other  18 
varied  in  different  series,  never  being  very  typical. 

In  the  stab,  18  were  very  coarsely  granular,  without  any 
branches  projecting  from  the  sides,  while  8  were  always  finely 
granular,  usually  with  fine  feathery  outgrowths.  The  rest  were 
sometimes  finely,  sometimes  coarsely,  granular.  The  feathery 
outgrowths  in  the  stem  were  constant  in  16  and  absent  in  22. 
The  irregularity  of  these  appearances  and  their  relations  to  the 
diflferent  organisms  indicate  that  there  can  be  no  absolute  depend- 
ence placed  on  the  gelatin  growth.  Development  of  a  brownish 
color  in  the  media  after  long  periods  of  growth — a  phenomenon 
also  observed  in  glycerin  agar — was  in  both  media  variable  and 
inconstant.  The  cloudiness  just  below  the  surface,  observed  by 
Herla,  Wilde,  and  ScheflFer.  in  old  cultures,  but  never  seen  by 
Clairmont,  was  quite  frequent,  but  not  constant  in  any  case. 
When  the  gelatin  was  made  from  dextrose-free  bouillon,  no  devel- 
opment of  gas  was  ever  seen. 

Milk. — Inoculations  were  made  into  litmus  milk  several  times, 
at  wide  intervals,  and  organisms  that  were  passed  through  animals 
were  tested  again  after  recultivation,  to  ascertain  if  there  were 
any  changes. 

Although  there  was  a  moderate  variation  in  the  time  of  coagu-. 
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lation  of  diflferent  samples  of  milk,  and  although  the  amount  of 
acidity  varied  somewhat,  still  those  which  coagulated  in  the  first 
instance  always  coagulated,  and  those  which  did  not  coagulate  in 
the  first  instance  never  did  so.  To  this  there  was  one  exception, 
B.  pseudo-pneumonicus  Passet.  This,  when  received  from  Kr6l, 
neither  coagulated  milk  nor  fermented  sugars,  but  after  passage 
through  animals  was.able  to  do  both.  The  other  organisms  which, 
when  received,  did  not  ferment  milk,  were  also  passed  through 
animals,  but  neither  this  procedure  nor  prolonged  cultivation  in 
milk  made  any  difference  in  their  powers. 

The  statement  widely  made,  both  in  the  original  article  and  in 
a  variety  of  text-books,  that  Friedlander's  bacillus  ferments  lac- 
tose, but  does  not  coagulate  milk,  is  denied  by  Strong.  Clairmont 
finds  traces  of  gas  formation  from  lactose,  and  no  coagulation  of 
milk,  while  Pricke  finds  both  gas  formation  from  lactose  and  coagu- 
lation of  milk.  As  to  actual  gas  formation,  it  was  noted  that,  unless 
the  sample  of  lactose  from  which  the  dextrose-free  bouillon  was 
prepared  was  chemically  pure,  traces  of  gas  might  be  found.  There 
is  also  a  possibility  that  the  bouillon  was  not  completely  dextrose- 
free.  In  all  our  trials  of  the  organisms  which  were  included  in 
this  type  (Class  II  in  the  final  classification)  we  never  found  any 
gas  formation  from  lactose,  nor  any  coagulation  of  milk.  The 
reaction  was,  however,  as  noted  below,  slightly  acid,  and  in  the 
fermentation  tubes  there  was  a  very  slight  cloud  in  the  first  twenty- 
four  hours,  which  usually  disappeared  before  the  forty-eight-hour 
examination.  It  is  therefore  possible  that  there  may  be  a  very  slight 
fermentation  for  lactose,  though  it  seems  more  probable  that  in  the 
case  of  the  milk  the  acid  reaction  is  due  to  the  presence  of  some 
dextrose,  and  that  traces' were  also  present  in  the  fermentation  tube. 

The  average  time  of  coagulation  varied  somewhat,  most  of  the 
lactose  fermenters  causing* a  firm  clot  in  from  twenty-four  to 
forty-eight  hours.  Pfeiffer's  bacillus,  as  seems  to  be  the  observa- 
tion of  most  writers,  takes  from  forty-eight  to  seventy-two  hours, 
and  in  the  present  series  Nos.  5,  10-12,  and  Howard,  showed  the 
same  characteristic. 

Those  which  did  not  ferment  lactose  were  observed  with 
especial  care  and  frequency,  and  at  no  time  was  there  any  coagu- 
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lation,  though  in  many  cases  a  small  amount  of  acid  formation 
was  seen.  Wright  and  Mallory,  said  in  the  original  to  coagulate 
slowly,  gave  acid,  but  no  coagulation,  as  was  also  observed  by 
Strong.  No.  0«  and  B.  sputigenus  crassus  also  gave  an  acid  reac- 
tion. Hopkins  cultures  Nos.  3,  4,  and  6,  and  Friedlander,  were 
amphoteric.  Fasching  and  B.  rhinoscleromse  were  persistently 
alkaline. 

Howard  found  that  Pfeiflfer,  Howard,  and  a  bacillus  from  the 
antrum  coagulated  in  from  forty-eight  to  seventy-two  hours, 
Wright  and  Mallory  in  from  twenty-four  to  forty-eight,  and  that 
a  culture  from  Reed  of  Washington,  made  from  the  throat  in  a 
case  of  diphtheria,  as  well  as  the  laboratory  Friedlftnder,  did  not 
coagulate  at  all. 

Examination  of  the  recorded  cases  at  Lakeside  Hospital  shows 
that  of  the  seventy -four  recorded  cases,  only  four  did  not  coagu- 
late. One  of  these,  re-examined  in  the  present  series,  No.  1,  does 
coagulate  in  from  twenty-four  to  forty-eight  hours,  indicating 
that  in  the  whole  series  not  more  than  four  can  be  said  to  belong 
to  the  type  characteristic  of  Friedlftnder. 

Clairmont  divides  his  organisms  into  three  groups  according 
to  the  time  of  coagulation,  but,  in  view  of  the  variation  found  in 
diflFerent  samples  of  milk,  this  distinction  seems  an  artificial  one, 
the  only  well-marked  separation  being  between  those  which  coagu- 
late and  those  which  do  not. 

Fricke  classes  as  Friedlftnder  several  organisms  which  ferment 
lactose  and  coagulate  milk,  which  does  not  agree  with  the  original 
description  by  Friedlftnder. 

Potato, — Much  emphasis  has  been  laid  on  the  growth  of  this 
group  of  organisms  on  potato,  and  indeed  Fricke  and  others  have 
gone  so  far  as  to  attempt  a  definite  classification  on  this  basis. 
Clairmont  does  not,  however,  share  his  views,  and  the  appearance 
of  the  cultures  in  this  series  leads  to  the  belief  that,  while  it  is  a 
very  favorable  medium  for  the  growth  of  the  organisms,  there  are 
no  constant  characteristics  which  enable  us  to  say  whether  we  are 
dealing  with  any  special  member  of  the  group. 

Several  series  of  jx)tato  were  inoculated,  and  the  diflFerences  of 
growth  of  the  same  organism  on  successive  samples  were  very 
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striking.  In  one  series  there  was  insuflScient  water  with  the 
potato,  and  gas  formation  was  very  rare,  while  where  more  water 
was  present  this  was  a  conspicuous  feature. 

On  the  moist  potato,  on  which  the  growth  is  probably  most 
typical,  there  were  in  general  two  types  of  growth. 

I.  Profuse,  moist,  yellowish,  growing  somewhat  darker  with 
age;  surface  shiny;  edges  sharply  defined;  gas  bubbles  in  the 
growth  in  varying  amount ;  odor  aromatic.  This  type  includes 
Nos.  1-5,  7,  8,  10-19,  Hopkins  Nos.  1,  2,  B.  pseudo-pneumonicus, 
Howard,  Wright,  and  Mallory.  Under  this  head  may  also  be 
included  No.  9,  B.  aerogenes,  Pfeiflfer,  Blumer,  and  B.  acidi  lactici, 
which  differed  only  in  the  variability  of  their  gas  formation. 

II.  Growth  rather  more  thin  and  dry,  often  waxy  in  appear- 
ance ;  sometimes  a  few  gas  bubbles  were  seen,  but  usually  there 
were  none.  This  includes  No.  6,  Hopkins  Nos.  3-0,  Friedlander, 
Fasching,  B.  capsulatus  septicus,  B.  ozsence  Abel. 

B.  rhinoscleromsB  and  B.  sputigenus  crassus  gave  a  thin  trans- 
parent watery  growth  spreading  over  the  surface. 

These  appearances  varied  on  different  potatoes,  but  the  average 
results  are  as  above.  To  illustrate  the  variations  possible  on  this 
medium,  it  is  sufficient  to  note  that,  whereas  Clairmont  describes 
the  growth  of  Wright  and  Mallory  as  thin  and  transparent,  only 
to  be  seen  by  the  shining  appearance  of  the  potato,  it  was  found 
here  to  be  the  most  active  of  all,  with  profuse  gas  formation.  In 
his  culture  of  B.  rhinoscleromse  from  Prague  the  same  author 
obtained  a  somewhat  raised,  dirty  growth,  while  my  culture  from 
the  same  source  grew  scarcely  at  all  on  this  medium. 

Discoloration  of  the  potato  also  varied.  In  No.  2,  Hopkins 
No.  3,  B.  j)seudo-pneumonicus,  and  Blumer  it  was  always  marked 
after  a  few  days,  while  it  was  never  seen  in  B.  capsulatus  septi- 
cus, B.  ozsDnsB  Abel,  or  B.  rhinoscleromae.  In  all  the  others  no 
rule  could  be  made. 

In  spite  of  such  discrepancies,  Fricke  contends  that  the  growth 
on  potato  is  sufficiently  regular  to  admit  of  classification,  and 
divides  his  organisms  into  two  groups,  as  follows: 

I.  Yellow,  profuse,  sharply  defined  growth,  of  the  consistency 
of  thin  salve;    surface  moist,  irregular,  glistening;    growth  soon 
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covering  the  surface,  In  this  class  he  places  Friedlander  and 
Pfeiffer. 

II.  Profuse,  moist,  viscid  growth,  almost  colorless,  spreading 
rapidly;  no  discoloration;  no  gas  formation.  This  includes  B. 
ozsensB  Abel. 

In  my  series,  PfeiflFer's  bacillus  and  Friedlander  always  reacted 
diflFerently  from  one  another,  but  this  diflFerence  from  Fricke  may 
lie  in  the  fact,  above  stated,  that  his  Friedlander  acted  on  sugars 
in  a  manner  similar  to  PfeiflFer,  and  was  therefore  probably  not  a 
Friedlander  at  all. 

BouillatL — Both  dextrose-free  bouillon,  made  up  from  diflFer- 
ent  samples  of  meat,  and  ordinary  bouillon,  made  up  with  Liebig's 
extract,  were  used  with  the  organisms  studied.  The  inoculated 
tubes  were  placed  in  racks  in  the  incubator,  and  so  arranged  that 
they  could  be  examined  without  disturbing  them.  By  this  means 
the  statement  of  Clairmont  was  confirmed,  in  which  he  notes  that 
there  is  practically  always  a  pellicle  of  more  or  less  delicacy, 
easily  broken  up  and  not  re-formed.  This  pellicle  varied  markedly 
in  amount  and  consistency  with  diflferent  samples  of  bouillon. 
In  some  cases  the  growth  was  much  more  marked  than  in  others, 
and  the  amount  of  pellicle  varied  directly  with  the  profusion  of  the 
growth,  as  might,  indeed,  be  expected.  Where  the  surf  ace  growth 
was  marked,  there  was  usually  a  white  ring  at  the  margin. 

In  all  cases  the  medium  was  uniformly  clouded,  and  a  floccu- 
lent,  but  rather  heavy,  sediment  was  formed  in  varying  amount. 
On  shaking,  this  was  readily  diffused  through  the  medium,  and 
did  not  settle  completely  for  some  hours.  The  consistency  of  the 
bouillon  was  not  changed,  save  that  it  was  made  slightly  denser 
by  the  presence  of  the  sediment,  except  in  No.  9,  and  sometimes 
in  B.  rhinoscleromaB,  in  which  the  fluid  showed  marked  viscidity. 

INDOL    REACTION. 

As  recommended  by  Theobald  Smith,  tests  for  indol  were  made 
in  dextrose  free  bouillon,  determined  by  control  to.be  free  from 
indol.  The  cultures  were  kept  in  the  incubator  for  eight  days, 
and  tested  by  the  method  recommended  by  Lehmann  and  Neu- 
mann.    To  each  tube  ^  volume  of  10  per  cent,  sulphuric  acid 
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was  added,  and  the  mixture  heated  to  80°  C.  It  was  then  allowed 
to  stcmd  for  a  few  minutes,  in  case  the  reaction  should  take  place 
without  further  treatment.  In  any  case,  a  drop  of  ^  per  cent, 
sodium  nitrite  was  added,  and  one  or  two  more  if  necessary.  The 
reaction  was  noted,  and  further  observations  were  made  at  the  end 
of  twenty-four  hours. 

In  all  but  three  cases — Hopkins  No.  6,  B.  pseudo-pneumonicus, 
and  B.  rhinoscleromse — a  positive  reaction  was  obtained,  marked 
in  Nos.  5-9,  18,  19,  Hopkins  Nos.  1,  3,  4,  B.  sputigenus  crassus, 
B.  capsulatus  septicus,  PfeifFer,  B.  ozsense  Abel,  B.  acidi  lactici, 
and  Blumer,  and  slight  in  the  rest. 

In  B.  acidi  lactici,  Blumer,  and  No.  9  there  was  usually,  though 
not  always,  a  positive  reaction  without  the  addition  of  nitrite. 
These  three  organisms  have  been  grouped  together  because  of 
other  similarities,  and  it  is  interesting  that  they  should  conform 
also  in  this.  The  reaction  was  not  absolutely  constant  in  any  case, 
and  Clairmont  was  unable  to  obtain  it  at  all ;  so  too  much  stress 
must  not  be  laid  on  it. 

FERMENTATION    TESTS. 

In  this  part  of  the  work  dextrose  free  bouillon  was  used  as  a 
basis.  It  was  prepared  according  to  the  method  of  Theobald 
Smith,  and  titrated  to  +  1.5.  To  the  media  thus  prepared  1  per 
cent,  of  the  various  carbohydrates  tested  was  added,  and  the  mix- 
tures when  placed  in  fermentation  tubes  and  sterilized  by  the 
fractional  method.  All  chemicals  were  chemically  pure.  The 
following  were  the  carbohydrates  used : 

Monosaccharids  -        -         Dextrose  and  levulose 

DisaccharidB  -        -        -  Saccharose,  lactose,  maltose 

Pentoses Arabinose 

Triatomic  alcohol Glycerin 

Hexatomic  alcohol Mannite 

In  the  first  series  of  tests  each  sugar  was  taken  up  separately, 
and  all  organisms  inoculated  into  the  same  batch  of  bouillon. 
Later,  each  organism  was  inoculated  into  all  the  sugars,  made  up 
with  one  batch  of  bouillon.  This  was  done  because  well-marked 
differences  occurred  in  diflFerent  batches  of  bouillon. 
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The  fermentation  tubes  were  inoculated  from  recent  agar  cul- 
tures, and  kept  in  the  incubator  at  body  temperature.  They  were 
examined  daily  as  long  as  gas  formation  continued,  and  daily 
record  was  made  of  the  amount  of  gas,  the  reaction  of  the  open 
bulb,  and  the  appearance  of  the  media  in  the  stem.  When  no 
gas  had  been  formed  for  twenty-four  hours,  the  equation  H :  COg 
was  estimated  with  2  per  cent.  NaOH  in  the  usual  manner.  In 
all  cases  where  gas  formation  was  weak,  or  where  no  gas  was  formed 
in  one  or  more  of  the  substances  tested,  or  where  the  organisms 
had  been  a  long  while  without  passage  through  animals,  inocula- 
tions were  made  in  an  attempt  at  standardization.  Unfortunately, 
most  of  the  cultures  from  Prague  had  apparently  quite  lost  their 
pathogenicity,  and,  in  spite  of  large  and  repeated  doses,  would  no 
longer  kill  animals.  All  cases  which  failed  to  make  gas  in  one  or 
more  substances  were  tested  a  number  of  times  with  different 
samples  of  bouillon  to  secure  accuracy  of  results. 

As  arabinose  is  not  fermented  by  yeasts,  representatives  of  the 
diflFerent  groups  were  tested  in  its  solutions,  and  were  all  readily 
able  to  break  it  up  with  the  formation  of  gas. 

The  appended  Table  I  shows  the  result  of  the  inoculations. 
As  noted  above,  some  of  the  Cleveland  series  were  so  similar  that 
all  are  not  given. 

From  the  standpoint  of  gas  formation  the  organisms  studied 
fall  into  three  groups: 

I.  Those  which  ferment  all  the  carbohydrates  used, 

II.  Those  which  ferment  all  but  one  or  two, 

III.  Those  which  ferment  none  at  all. 

By  far  the  majority  fall  into  the  first  group,  and  in  the  follow- 
ing summary  all  not  mentioned  under  Groups  II  and  III  belong 
under  Group  I,  and  will  not  be  specified.  Under  Group  II  we 
have  the  following  subdivisions: 

1.  No  gas  in  lactose. — None  of  these  coagulate  milk.  This 
includes  Friedlftnder,  Fasching,  B.  crassus  sputigenus,  B.  ozaenas 
Abel,  Wright  and  Mallory,  No.  6,  Hopkins  Nos.  3-6.  In  this 
division  the  first  three  and  the  last  gave  no  gas  in  glycerin  or  in 
glycerin  agar. 

2.  Xo  gas  in   saccharose, — All  these  coagulate  milk.     This 
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includes  Blumer,  B.  acidi  lactici,  No.  9.  The  last  gave  no  gas  in 
glycerin.  * 

Under  Group  III  there  are  only  two  organisms,  Hopkins  No. 
5  and  B.  rhinoscleromsB.  B.  pseudo-pneumonicus,  when  received 
from  Krdl,  fermented  nothing,  but  after  passage  through  animals 
became  more  active  and  fell  under  Group  I. 

The  relative  amount  of  gas  formed  was  extremely  variable  in 
successive  inoculations  of  the  same  organism.  Some  samples  of 
meat  seemed  more  favorable  than  others  for  the  development,  and 
indiTced  the  formation  of  a  larger  amount  of  gas.  This  continued 
true,  though,  as  far  as  could  be  seen,  the  method  of  preparation 
was  identical,  and  the  only  inconstant  factor  was  the  meat.  In 
some  cases  the  amount  of  gas  formed  by  the  same  organism  in 
successive  samples  of  meat  bouillon  varied  as  much  as  between 
10  per  cent,  and  80  per  cent,  of  the  closed  arm  or  stem.  More 
than  this,  successive  inoculations  into  a  series  of  sugars  sometimes 
gave  more  gas  in  dextrose,  less  in  lactose,  and  more  in  saccharose 
than  in  the  former  trial,  or  some  other  similar  variation.  For 
this  reason  statements  as  to  the  relative  amounts  of  gas  formed 
can  be  general  only. 

Strong,  in  his  Group  I  (Friedlander,  Wright,  and  Mallory,  B. 
ozaense  Abel,  B.  sputigenus  crassus,  and  probably  rhinoscleromaa), 
finds  the  gas  in  saccharose  about  one-half  the  closed  arm,  in 
dextrose  about  one-third,  and  in  lactose  about  one-third  or  less. 
This  corresponds  fairly  well  with  our  averages,  except  that  in  this 
group  the  gas  in  lactose  is  nil.. 

In  his  Group  II  (Pfeiffer,  B.  aerogenes,  Kruse),  Strong  states 
that  gas  is  made  in  all  three  sugars,  in  about  equal  amounts, 
perhaps  least  in  dextrose.  In  the  series  under  discussion  B. 
aerogenes  agrees  fairly  well,  but  Pfeiffer  constantly  shows  twice 
as  much  gas  in  dextrose  and  saccharose  as  in  lactose.  The  organ- 
isms obtained  in  Cleveland,  which,  with  two  exceptions,  belong  to 
this  group,  sometimes  make  as  much  as  80-90  per  cent,  of  gas  in 
dextrose,  and  only  20  per  cent,  in  lactose  and  saccharose. 

This  variation  does  not  interfere  in  any  way  with  the  more 
absolute  classification  based  on  the  presence  or  absence  of  gas  in 
these  solutions. 
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In  all  of  his  cultures  Strong  obtained  fermentation  of  saccha- 
rose, and  considered  this  sugar  as  of  least  value,  while  in  the 
present  work  three  organisms  can  be  sharply  separated  from  the 
rest  by  this  means. 

Leaving  aside  for  the  present  the  most-used  carbohydrates, 
the  others  may  be  dismissed  quite  briefly. 

Levulose  is  of  little  value  as  a  factor  in  differential  diagnosis. 
Gas  is  formed  up  to  about  40  per  cent,  of  the  closed  arm,  by  all 
organisms  which  ferment  dextrose.  The  equation  H  :  COg  varies 
between  \  and  \ . 

Mannite  may  be  dismissed  with  about  the  same  statement. 
The  gas  usually  fills  about  50-80  per  cent,  of  the  closed  arm; 
H:COjj=f  to  f. 

Maltose  is  also  readily  fermented,  in  a  manner  almost  identical 
with  mannite,  all  dextrose  fermenting  organisms  making  50-80 
per  cent,  of  gas,  with  the  equation  H  :  COg  =  f  to  }. 

Arabinose  is  similar  in  its  reactions.  It  was  not  tried  in  all 
cases,  but  in  several  representatives  of  each  class,  and  was  found 
to  be  fermented  by  the  dextrose  fermenters,  with  formation  of 
from  30  to  80  per  cent,  of  gas  in  the  closed  arm,  H :  CO,  being 
about  \,  The  fact  that  it  is  not  fermented  by  yeasts  made  it  of 
interest  in  this  line,  but  it  seems  to  be  of  no  more  value  than  the 
three  preceding. 

Glycerin. — As  a  general  thing,  it  is  easily  fermented,  but  when 
an  organism  begins  to  weaken  in  its  fermentative  {xjwers,  this 
seems  to  be  the  first  to  resist.  In  the  present  series,  Friedlftnder, 
Fasching,  B.  ozssnae  Abel  and  B.  sputigenus  crassus,  which  form 
no  gas  in  lactose,  and  B.  pseudo-pneumonicus,  which  do  ferment 
lactose,  form  no  gas  in  glycerin.  It  is  noteworthy  in  this  con- 
nection that  Fricke  mentions  that  he  was  unable  to  obtain  gas  in 
glycerin  agar  with  his  culture  of  Friedlflnder. 

No.  6,  the  only  one  in  the  series  which  did  not  ferment  lactose, 
had  no  effect  on  glycerin,  and  No.  9,  which  did  not  ferment  sac- 
charose, was  similarly  inactive.  On  the  other  hand,  the  Hopkins 
cultures,  while  unable  to  ferment  lactose,  fermented  glycerin 
readily.  This  suggests  to  us  that  the  lack  of  fermentation  of 
glycerin  may  be  a  loss,  more  or  less  temporary,  rather  than  a 
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definite  characteristic.  Of  course,  it  may  be  said  that  the  lack  of 
lactose  or  saccharose  fermentation  may  be  of  similar  origin,  but 
the  fact  observed  in  the  class  in  bacteriology,  that  occasionally 
gas  forming  cultures  of  various  groups  suddenly  refuse  to  make 
gas  in  glycerin,  and  the  necessity  of  a  good  deal  of  further  and 
cumbrous  subdivision  of  the  classes  made,  if  this  be  accepted  as  a 
diflFerentiation,  strengthen  my  belief  in  the  irregularity  of  the 
glycerin  reaction.  The  amount  of  gas  nyide  varied  in  wide  range, 
from  a  mere  trace  in  some  of  the  cultures  received  from  Krdl, 
weak  also  in  fermentation  of  other  carbohydrates,  to  a  full  100 
per  cent,  of  the  closed  arm  in  No.  11.     H  :  COg  =^\  to  |. 

The  reaction  of  the  open  bulb,  taken  at  intervals  of  twenty-four 
hours,  in  the  inoculated  tubes  of  the  diflFerent  sugars,  was  some- 
what variable,  as  seen  in  the  table.  As  noted  by  Clairmont, 
Fricke,  and  others,  there  is  an  alkali  formation,  which  is  either 
coincident  with  the  acid  formation,  or  follows  rapidly  upon  it. 
After  fermentation  and  acid  production  cease,  this  continues  and 
may  overneutralize  the  acid  already  formed.  This  alkali  produc- 
tion varies  a  good  deal,  as  may  also  be  noted  from  the  table,  in 
which  the  reactions  are  taken  after  gas  formation  has  ceased  for 
twenty -four  hours,  or  after  six  days  in  those  cases  where  there 
was  no  gas  formation  at  any  time. 

In  the  organisms  which  ferment  dextrose  and  lactose  with  the 
formation  of  acid,  there  is  usually  en9Ugh  acid  formed  to  counter- 
act the  alkali  in  the  oj)en  bulb,  and  the  reaction  remains  the  same 
as  the  original,  unless  the  test  is  made  some  time  after  the  cessa- 
tion of  gas  formation,  in  which  case  the  reaction  of  the  bulb  is 
always  alkaline.  In  the  other  carbohydrates,  the  acid  formation 
is  often  inadequate  for  the  neutralization  of  the  alkali,  and  so  it 
is  not  infrequent  to  find  alkali  in  the  bulb  while  the  production 
of  gas  is  still  active.  In  saccharose  and  in  glycerin,  even  when 
the  gas  formation  is  so  active  as  almost  to  empty  the  closed  arm 
of  fluid  in  twenty-four  hours,  this  is  often  seen.  Strong,  Clair- 
mont and  others  have  estimated  the  acid  formation,  stating  that 
3^„  c.c.  of  J  NaOH  is  required  to  neutralize  1  c.c.  of  a  three- 
day  culture.  As  a  usual  thing,  the  fermentation  proceeds  about 
that  long,  and  in  such  cases  my  results  and  theirs  agree  fairly 
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well ;  but  in  some  cases  gas  production  continues  for  as  long  as 
ten  days,  and  the  continued  formation,  of  alkali  in  the  open  bulb 
leads  to  its  diffusion  through  the  fluid  in  the  closed  arm,  with  a 
consequent  change  in  the  reaction. 

Taking  up  more  specifically  the  organisms  which  failed  to 
make  gas  in  one  or  more  sugars,  it  is  important  to  determine 
whether  they  affect  these  sugars  at  all.  Anaerobic  growth  can- 
not take  place  without  the  presence  of  some  material  which  can 
be  disassociated  by  the  organism  with  the  formation  of  oxygen, 
and  in  general  the  carbohydrates  are  the  most  suitable  for  this 
purpose.  It  is  true  that  in  the  fermentation  tube  the  condition 
is  not  one  of  true  ana^robiosis,  but  this  is  approached  to  a  fair 
degree,  so  that  obligate  aerobes  will  not  develop  in  the  closed  arm. 
Growth  in  the  closed  arm  is  indicated  by  the  presence  of  a  cloud, 
and  also  by  the  formation  of  chemical  products  due  to  the  growth 
of  the  organisms.  The  reaction  of  the  closed  arm  is  very  difficult 
to  obtain  with  accuracy,  and  small  quantities  of  acid  are  almost 
certain  to  be  obscured  by  the  alkali  formation  noted  in  the  bulb. 
Our  observations  are  therefore  confined  to  the  presence  or  ahsence 
of  visible  growth  in  the  closed  arm. 

In  the  organisms  which  did  not  form  gas  in  lactose,  No.  6, 
Hopkins  No.  4,  and  Wright  and  Mallory  in  the  stock  cultures, 
gave  a  slight  cloud  for  the  first  twenty-four  hours,  which  disap- 
peared later;  but  after  these  organisms  were  passed  through 
guinea  pigs,  the  growth  was  practically  strictly  aSrobic.  Hop- 
kins No.  3,  No.  6,  Fasching,  B.  sputigenus  crassus,  and  B.  ozaenae 
Abel  showed  a  slight  cloud  for  the  first  twenty-four  hours,  and 
none  thereafter.  Friedlander  from  Kr6l  gave  a  cloud  which 
persisted  for  forty-eight  hours,  and  then  faded  away.  Of  the 
organisms  which  formed  no  gas  in  saccharose,  all  three  gave  a 
diffuse  cloud  in  the  closed  arm  in  twenty-four  hours,  which  was 
less  in  forty-eight  hours  and  practically  absent  after  that.  In  all 
these  cases  the  reactions  of  the  open  bulb  were  either  alkaline  or 
amphoteric,  and  there  was  not  enough  acid  in  the  closed  arm  to 
neutralize  the  alkali  in  a  mixture  of  the  two.  These  results  indi- 
cate a  measure  of  growth  in  the  closed  arm.  The  amount  in  no 
case  was  large,  and  no  chemical  determinations  were  made  as  to 
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the  products  of  growth.  It  is  possible,  as  noted  before,  that  there 
might  have  been  traces  of  jclextrose  in  the  bouillon,  either  from 
insuflScient  treatment  with  the  colon  bacillus,  or  from  slight 
impurities  in  the  sugars  used.  In  the  absence  of  accurate  chemi- 
cal tests,  this  cannot  be  absolutely  determined.  In  any  case,  the 
constant  characteristic  of  gas  or  no  gas  was  not  altered  in  any  way. 

In  summation  of  the  work  on  fermentation,  it  may  be  stated 
that  in  study  of  the  organisms  of  this  group  the  only  ones  of  the 
carbohydrates  which  are  of  any  value  in  differentiation  are  lactose 
and  saccharose.  Dextrose  is  valuable  in  the  general  classification, 
but  not  as  a  means  of  separation  of  the  various  members.  Glycerin 
may  also  be  of  some  value  at  times. 

The  only  definite  and  constant  division  which  seems  justifiable 
from  the  study  of  the  cultural  characteristics  is  made  by  the 
separation  of  those  organisms  which  ferment  all  carbohydrates 
from  those  which  fail  to  ferment  one  or  more.  This  agrees  with 
Strong's  ideas,  but  to  his  divisions  must  be  added  that  one  which 
does  not  ferment  saccharose. 

The  rhinoscleromse  which  came  from  Prague  is  apparently 
hopelessly  degenerated,  as  it  consistently  refuses  to  make  gas  in 
anything.  Strong  had  the  same  difficulty  with  his  culture  from 
the  same  source,  but  records  that  in  another  culture  obtained  else- 
where, and  of  more  recent  origin,  the  organism  failed  to  make 
gas  in  lactose,  while  making  it  in  dextrose  and  saccharose,  and  is 
probably  to  be  considered  as  belonging  in  the  same  division  as 
Friedlftnder. 

In  all  the  forms  which  were  pathogenic,  capsules  were  present 
in  the  animal  body,  and  as  a  usual  thing  in  milk,  though  in  this 
medium  they  were  sometimes  much  harder  to  demonstrate  than 
in  others.  Many  of  the  text-books  say  nothing  about  the  capsules 
of  B.  acidi  lactici,  but  these  were  readily  seen  in  milk.  The 
form  of  the  capsule  and  its  reaction  to  stains  did  not  seem  to  offer 
any  satisfactory  means  of  classification. 

Passing  on  from  the  cultural  characteristics  to  other  means  by 
which  classification  of  this  has  been  attempted,  there  remain 
pathogenicity,  and*  its  natural  sequences,  immunization  and 
agglutination. 
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Pathogenicity. — This  has  been  taken  up  by  a  number  of 
observers,  working  with  the  usual  laboratory  animals,  and  quite  a 
number  of  classifications  have  resulted.  The  most  extensive,  as 
well  as  the  most  recent,  articles  on  this  subject  are  those  of  Fricke, 
in  1895-96,  and  Clairmont  in  1901-02,  and  their  conclusions, 
based  on  their  experiments,  will  be  found  in  Table  II. 

TABLE  II. 
Pathogenicity. 


Name  op  Oboanism 


Claibmont 


M.     Q.  P.     R, 


Fbicke — Summaby 


M.     G.  P. 


Pbbkinb 


M.     G.  P.     R 


Friedlftnder . 
Pfeiflfer  . . . . 
Fasching 


B.  capsulatus  septicus 
(P.  proteus  hominis). . . 

B.  ozaenae  Abel 

B.  rhinoscleromae 


+ 
+ 
+ 

+ 


+ 
+ 


B.  crassus  sputigenus 
(Kreibohm)   


B.  aerogenes 

Wright  and  Mallory. 
Blumer 


+ 


+ 


+ 


+ 

+ 

+ 
+ 
+ 


+ 


+ 
+ 

+ 


4- in  l&Tge 
amount 


+ 


+ 


+ 


+ 

+ 
+ 


+ 
+ 
+ 


Note.— In  the  above  table  "  M  "  =  white  mouse, "  G.  P."  =  guinea  pig,  and  "  R"=  rabbit. 
The  plus  sign  indicates  the  death  of  the  animal,  the  minus  sign  its  survival,  and  the  combi- 
nation of  the  two  a  variable  pathogenicity,  the  more  common  result  being  uppermost.  The 
*^  T'*  under  B.  rhinoscleromee  indicates  that  in  the  cases  where  death  occurred  cultures  were 
negative.  The  mouse  inoculations  are  subcutaneous,  the  guinea  pig  and  rabbit  intra- 
peritoneal. In  my  own  series  of  B.  afirogenos  the  pathogenicity  was  variable,  some  killing 
rapidly,  some  slowly,  and  some  not  at  all.  The  pathogenicity  in  my  series  was  tested  only 
as  a  means  of  standardizing  the  weaker  organisms,  and  so  is  less  complete  than  some  of  the 
others. 

Fricke  divides  his  organism  into  two  groups,  one  of  which  is 
pathogenic  for  white  mice,  and  little  or  not  at  all  for  guinea  pigs, 
and  another  which  is  non-pathogenic  for  mice  and  kills  guinea 
pigs  readily.     Clairmont  divides  his  into  three  groups  according 
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to  their  pathogenicity  for  mice,  guinea  pigs,  and  rabbits.  The 
results,  when  tabulated,  show  that  organisms  from  the  same 
source  may  have  diametrically  opposite  qualities,  and  Fricke  gives 
no  comparison  of  organisms  described  by  others  except  by  quota- 
tions from  the  original  articles.  Clairmont  considers  Friedlftnder, 
Fasching,  B.  capsulatus  septicus,  and  Pfeiflfer.  He  finds  Fasching 
pathogenic  for  white  mice  only,  PfeifiFer  and  Friedlander  patho- 
genic for  mice  and  rabbits,  and  B.  capsulatus  septicus  not  patho- 
genic. In  my  inoculations  with  the  same  organisms,  obtained 
from  the  same  source,  Krdl's  laboratory,  R.  capsulatus  septicus 
was  found  to  be  non- pathogenic  for  guinea  pigs,  while  Friedlander, 
PfeifiFer,  and  Fasching  were  readily  and  rapidly  pathogenic.  The 
single  fact  of  the  marked  difference  in  the  pathogenic  properties 
of  Fasching  here  and  abroad,  though  the  culture  came  from  the 
same  source,  if  accuracy  in  technic  be  admitted,  is  suflfcient  to 
throw  out  any  classifications  based  on  pathogenesis  alone.  Dififer- 
ent  breeds  of  the  same  animal  may  vary  markedly  in  their  reaction 
to  bacteria,  and  it  is  also  an  accepted  fact  that  organisms  which 
are  classed  under  the  same  head — e.  ^.,  difiFerent  strains  of  Strep- 
tococcus pyogenes,  or  of  B.  coli — may  diflFer  greatly  from  one 
another  in  their  pathogenicity.  For  these  reasons,  classification 
on  this  basis  seems  unsatisfactory. 

IMMUNITY    AND    AGGLUTINATION. 

A  number  of  attempts  have  been  made  to  immunize  animals 
against  the  organisms  of  this  group,  and  to  produce  a  protective 
serum.  Among  the  earliest  of  these,  Howard  succeeded  in 
immunizing  guinea  pigs  against  ordinarily  fatal  doses.  Injection 
of  their  serum  had,  however,  no  protective  effect. 

Clairmont  goes  into  the  subject  extensively,  with  discussion  of 
previous  work.  The  usual  methods  of  immunization  were  used, 
and  Pfeiffer's  test  as  well,  but  though  in  many  cases  immunization 
was  successful,  the  writer  was  led  to  the  following  conclusions: 

'*Die  serodiagnostische  Methode  war  damit  als  unbrauchbar 
erwiesen,  und  es  musste  auf  jene  schon  oft  benutzte  Momente 
zurtlckgegriffen  werden,  um  durch  deren  Erweiterung  und  genaue 
Feststellung  unter  mOglichst  gleichen  Bedingungen  die  misslun- 
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gene  DifiFerenzining  nochmals  zu  versuchen.  Wenn  es  sich  f  rtther 
als  zweckmassiger  erwiesen  hatte,  von  bestimmten,  aber  nicht 
bindenden,  vom  Fundort  genommenen  Bezeichnungen  der  Stamme 
auszugehen,  so  musste  jetzt  jeder  einzelne  Stamm  als  solcher 
beschrieben  werden,  da  ja  die  Bakterien  in  verschiedener  Locali- 
tat  doch  identisch  sein  konnten." 

It  seems  as  if  the  present  knowledge  of  technic  had  been 
almost  exhausted  in  the  effort  to  separate  the  various  members  of 
the  group  one  from  another.  The  marked  disagreement  of  differ- 
ent authors  as  to  the  ap{)earance  of  the  growths  on  agar,  blood 
serum,  gelatin,  and  potato,  and  in  ordinary  bouillon,  show  that 
there  are  no  constant  characteristics  on  these  media  except  for  the 
group  as  a  whole.  As  just  noted,  pathogenicity  and  immuniza- 
tion are  too  variable  to  admit  of  making  any  hard  and  fast  lines. 
The  morphology,  inasmuch  as  one  of  the  main  characteristics  of 
the  group  is  its  pleomorphism,  is  of  no  great  aid  to  us. 

These  close  interrelations  suggest  the  idea,  brought  out  by 
several  observers,  that  all  these  organisms  may  be  descendants 
from  one  common  stem.  Some  think  this  to  be  the  Friedlander 
type,  but  on  theoretical  grounds  it  seems  more  probable  that,  if 
there  is  an  original  type,  it  is  rather  the  "a^rogenes"  type,  which 
ferments  all  carbohydrates,  as  it  indicates  a  loss  of  power  in  the 
succeeding  members  of  the  group,  rather  than  the  acquisition  of 
additional  powers.  Then,  too,  if  Friedlander  is  the  original  type, 
the  group  which  ferments  lactose,  but  not  saccharose,  must  have 
changed  in  a  very  roundabout  way,  or  must  bear  no  relation  to 
the  general  group,  to  which,  however,  it  is  related  closely  both  by 
all  its  cultural  reactions  and  by  its  morphology. 

After  consideration  of  all  these  things,  the  only  characteristic 
which  has  been  found  to  be  constant,  and  which  is  becoming  daily 
of  more  im{X)rtance  in  the  classification  of  species,  relates  to  the 
fermentation  of  chemically  pure  sugars,  of  which,  as  noted  above, 
lactose  and  saccharose  are  most  important  as  regards  this  group. 
Classification  on  this  basis  gives  us  three  classes,  easily  distin- 
guished from  one  another  by  the  methods  at  hand  in  every  well- 
equipped  laboratory.  Beginning  with  the  largest  and  most  active 
class,  we  have  the  following: 
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I.  All  carbohydrates  fermented  with  the  formation  of  gas, 

II.  All  carbohydrates,  except  lactose,  fermented  with  the  for- 
mation of  gas, 

III.  All  carbohydrates',  except  saccharose,  fermented  with  the 
formation  of  gas. 

If  this  be  admitted,  it  becomes  necessary  to  find  suitable  names 
for  these  three  divisions.  Inasmuch  as  the  best-known  and  ear- 
liest described  of  the  organisms  which  fall  into  the  first  class  is 
B.  lactis  a^rogenes,  its  name  should  obtain.  The  name  must 
conform  to  the  rules  of  nomenclature,  and  accordingly  that  noted 
in  Migula  has  been  selected  —  Bacterium  afirogenes,  Migula, 
1900.  The  prototype  of  the  second  class  in  Friedlfinder  and  the 
name  under  acceptance  for  that  organism,  under  the  rules  above 
noted,  is  Bacterium  pneumonicum,  Migula,  1900.  The  third 
class  has  as  its  prototy{>e  B.  acidi  lactici,  which  is  a  satisfactory 
name  for  the  organisms  of  this  type. 

B.  acidi  lactici  has  been  classed  by  some  with  the  colon  group, 
but  by  most  with  B.  aSrogenes,  usually  with  slight  description. 
Hueppe,  in  the  original  description,  described  spores,  but  these 
have  not  been  seen  in  any  of  the  cultures  by  that  name,  received 
from  various  sources.  Capsules,  as  noted  above,  were  constant. 
The  organism  noted  by  Ford  under  the  head  of  Bacterium  duo- 
denale  answers  exactly  to  the  description  of  No.  9,  and  Blumer, 
as  well  as  Bact.  acidi  lactici.  Blumer's  organism  came  from  a 
case  of  septicemia,  originating  in  acute  enteritis ;  No.  9  came  from 
a  case  of  acute  appendicitis ;  and  Ford's  Bact.  duodenale  came  from 
the  upper  part  of  the  intestine  as  a  usual  thing.  The  fermentation 
characteristics  are  very  constant,  inoculations  of  Blumer  made  in 
July,  1903,  giving  the  same  reactions  as  described  by  him  in  1901. 

The  final  classification  is,  then,  as  follows: 

I.  Bacterium  a^rogenes, — Under  this  head  are  included  Bac- 
terium aSrogenes,  B.  capsulatus  septicus,  Pfeiflfer  and  Howard, 
also  Hopkins  Nos.  1,  2,  and  all  my  series  except  No.  6. 

II.  Bacterium  pne^imonicum, — Under  this  head  come  Fried- 
lander,  Fasching,  B.  sputigenus  crassus,  B.  ozseni©  Abel,  Wright 
and  Mallory,  Hopkins  Nos.  3,  4,  6,  and  No.  6  of  my  series.  B. 
rhinoscleromsB  probably  comes  within  this  division. 
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III.  Bacterium  acidi  lactici, — Under  this  head  come  B.  acidi 
lactici,  Blumer,  and  No.  9  of  my  series. 

SUMMARY    AND    CONPLUSIONS. 

1.  The  name  Bacillus,  mucosus  capsulutds  includes  a  large 
number  of  organisms  described  under  various  names,  closely 
related  morphologically  and  culturally,  but  diflPering  in  certain 
characteristics. 

2.  Animal  inoculation  and  immunization  and  agglutination 
show  results  which  are  far  too  variable  to  admit  of  using  them  as 
means  for  classification. 

3.  Growths  on  the  various  ordinary  laboratory  media  are  sub- 
ject to  such  great  variations  that  they  are  also  unavailable  for 
purposes  of  classification. 

4.  Experiments  in  fermentation  show  constant  results  which 
may  be  used  as  a  basis  for  the  separation  of  the  different  members 
of  the  group,  according  to  their  ability  to  ferment  lactose  and 
saccharose. 

5.  The  organisms  of  this  group  are  widespread,  and  have  been 
found  in  almost  all  pathological  lesions  which  may  be  caused  by 
bacteria. 

6.  Infections  due  to  this  group  are  exceedingly  frequent  in 
Cleveland,  and  appear  to  be  due  almost  exclusively  to  the  mem- 
bers of  the  Bact.  afirogenes  division. 

7.  These  organisms  may  form  gas  from  the  body  carbohydrates, 
either  during  life  or  immediately  after  death. 

8.  The  portal  of  entry  ap{)ears  to  be  the  nose  and  mouth,  and 
secondarily  the  digestive  tract. 

It  will  be  noted  that,  besides  B.  rhinoscleromse,  another 
organism,  Hopkins  5,  is  described  as  forming  no  gas.  In  this  case 
the  organism  was  said  by  Dr.  Harris,  from  whom  it  was  obtained, 
to  have  formed  gas  at  a  previous  time.  In  July,  1903,  in  spite 
of  attempts  to  rejuvenate  it,  it  was  still  unable  to  ferment  the 
sugars.  This,  then,  seems  to  be  a  case  of  powers  lost,  in  a  way 
similar  to  that  seen  in  B.  rhinoscleromae ;  but  another  organism 
obtained  through  the  courtesy  of  Dr.  Blumer,  and  coming  from  a 
throat,  was  unable  to  grow  in  the  closed  arm  at  any  time,  being 
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apparently  a  strict  aerobe,  and  was  entirely  non-pathogenic. 
Another  similar  organism,  obtained  from  a  similar  source,  came 
under  my  observation  since  the  preparation  of  this  paper,  and  the 
point  has  been  raised  whether  organisms  such  as  these,  which 
possess  the  morphology,  staining,  and  cultural  reactions  of  the 
group,  but  have  neither  pathogenicity  nor  power  to  ferment  carbo- 
hydrates, should  be  placed  in  a  separate  group. 

Since,  however,  we  have  organisms  which  have  once  been  able 
to  ferment  and  now  are  no  longer  able  to  do  it,  it  seems  to  me  more 
natural  to  suppose  that  these  non-fermenters  belong  to  one  of  the 
regular  groups,  and  have  lost  their  chemical  activities  as  well  as 
their  pathogenicity.  It  is  quite  possible  that  further  work  may 
show  that  such  organisms  should  be  placed  in, a  section  by  them- 
selves, but  at  present  I  will  content  myself  with  the  above  men- 
tion. 

In  conclusion,  I  desire  to  express  my  thanks  to  Dr.  W.  T. 
Howard,  Jr.,  for  the  use  of  the  material,  and  for  his  many  and 
valuable  suggestions  in  the  course  of  the  work.  It  is  also  a 
pleasure  to  express  my  acknowledgments  to  the  trustees  of  the 
Rockefeller  Institute  for  Research,  for  the  financial  assistance 
given  during  the  course  of  the  work. 

REFERENCES. 

The  literature  on  this  subject  has  been  so  thoroughly  worked  out  by 
Clairmont,  and  his  list  of  references  is  so  full,  that  I  could  have  done  little 
more  than  copy  his  work.  It  seemed  better,  therefore,  to  note  here  only  such 
as  were  actually  made  use  of,  and  those  that  Clairmont  has  omitted: 

1.  Abel.    Centr.  /.  Bakt,  1893. 13,  p.  161. 

2.  Abkl.    Z««c/ir. /.  ifygr.,  1896,  21,  p.  89. 

3.  Bobdoni-Uppreduzzi.    Ztschr,  f.  Hyg.,  1888,  3,  p.  333. 

4.  Blumer  and  Laird.    Bull.  Johns  Hop.  Hosp.^  1901, 12,  p.  45. 

5.  Clairmont.    Ztschr.  f.  Hyg.y  1902,  39,  p.  1. 

6.  EscHERiCH.    Darmbakterien  des  Sduglings,    Stuttgart,  1888. 

7.  Ford.    Studies  from  Royal  Victoria  Hospital,  Montreal,  Vol.  I,  No.  5 
(May,  1903). 

8.  Fricke.    Z^sc/ir./.lTi^fir.,  1896,23,  p.  380. 

9.  Howard.    "  B.  muc.  caps,  in  Acute  and  Chronic  Infections."    Phila.  Med. 
Jour.,  Feb.  19, 1898. 

10.   Howard.    "Hemorrhagic  Septicemia  in  Man  Due  to  the  Capsulated 
Bacilli."    Jour.  Exp.  Med.,  1899,  4,  p.  149. 


Digitized  by 


Google 


•Bacillus  Mucosus  Capsulatus  267 

11.  Perkins.    "Laboratory  Ep'.demic  Due  to  B.  muc.  caps."    Jour.  Exp. 
Med.,  1901,  6,  p.  389. 

12.  ScHEPPER.    Archiv  f.  Hyg.,  1897,  30,  p.  291. 

13.  Wright  and  Mallory.    Ztschr.  f.  Hyg.,  1895,  20,  p.  220. 

Note.  -This  article  was  prepared  for  publication  July  1, 1902,  but  has 
been  delayed  until  now  in  its  appearance.  The  only  article  which  has 
appeared  since  is  that  of  Sachs,  Centralblatt  fUr  Bakteriologie,  Vol.  XXXIII, 
Abt.  I,  p.  657.  His  work,  as  he  himself  admits,  adds  nothing  new  to  the  sub- 
ject. He  found  an  organism  of  this  type  in  a  case  of  pyonephrosis,  at  opera- 
tion, and  made  a  comparative  study.  The  bacillus  coagulated  milk  slowly, 
and  often  made  gas  in  the  milk  culture.  There  is  no  record  of  the  growth  or 
chemical  activities  in  lactose,  in  glucose,  or  in  saccharose  bouillon,  but  the 
coagulation  and  gas  formation  in  milk  place  it  in  Class  I  or  in  Class  III.  The 
absence  of  records  in  regard  to  saccharose  makes  it  impossible  to  say  to  which 
it  belongs,  but  the  source  and  the  relative  frequency  of  occurrence  of  the  two 
make  it  probable  that  it  should  be  placed  as  a  member  of  Class  I. 
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AGGLUTINATION  IN  THE  GROUP  OF  FLUORESCENT 

BACTERIA.* 

Mary  C.  Lincoln. 
(From  the  Bacteriological  Laboratory  of  the  University  of  Chicago.) 

Very  little  has  been  done  as  yet  in  testing  agglutination 
affinities  among  large  groups  of  bacteria,  although  to  some 
writers  it  has  seemed  probable  that  this  method  would  throw 
light  upon  the  true  biological  relationships  of  closely  allied 
organisms.  A  few  groups,  however,  have  been  closely  examined 
with  a  view  to  the  diflFerential  value  of  reciprocal  agglutination. 

A  considerable  number  of  cultures  of  B.  coli  isolated  from 
the  human  intestinal  tract  were  studied  by  Rothberger*  and 
Radzievsky.^  They  draw  from  their  work  the  conclusion  that,  as 
regards  agglutination,  a  uniformity  among  the  diflFerent  cultures 
of  B.  coli  tested  does  not  exist. 

Durham*  carried  out  an  extended  series  of  tests  in  an  attempt 
to  differentiate  various  organisms  of  the  coli-typhoid  group.  He 
found  that  certain  cultures  of  the  B.  enteritidis  type  which  were 
to  all  appearance  culturally  alike  showed  no  real  similarity 
in  their  agglutinative  reactions.  It  was  also  true  that  members 
of  the  B.  coli  group  showed  variability  in  their  reactions  even  to 
very  strong  serum.  On  the  other  hand,  cultures  of  "B.  coli  com- 
munis verus"  and  of  "B.  coli  communior"  gave  |X)sitive  agglutina- 
tion tests  with  the  same  serum,  although  they  were  culturally 
different.  He  concludes,  therefore,  that  "it  is  clear  that  the 
clumping  reaction  is  of  little  value  for  differentiating  and  classify- 
ing these  bacilli  in  a  satisfactory  manner"  (p.  366). 

Theobald  Smith,*  in  a  valuable  series  of  experiments,  approaches 
the  subject  of  bacterial  agglutination  as  one  phase  of  the  relation 
between  host  and  parasite.  Cultures  of  the  hog-cholera  group 
isolated  from  man,  the  pig,  the  guinea  pig,  and  the  spermophile 
were  tested  as  to  "agglutination  relationships"  one  to  another 
and  to  related  organisms  such  as  B.  typhosus,  B.  coli,  and  B. 

♦  Received  for  publication  February  1, 1904. 
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icteroides.  The  results  of  the  tests  led  him  to  draw  the  conclu- 
sion that  "bacteria  isolated  from  well-defined  types  of  disease, 
especially  those  known  to  invade  the  blood  regularly,  are  clumped 
in  nearly  the  same  dilution."  B.  icteroides  and  one  of  the  hog- 
cholera  cultures,  however,  though  differing  culturally  and  in 
virulence,  are  clumped  in  the  same  dilution  by  one  another's 
serum.  Agglutination  tests  were  made  upon  eight  different 
cultures  of  B.  coli,  seven  of  which  were  isolated  from  the  pig  and 
one  from  the  fowl ;  five  of  these  were  used  in  immunizing  rabbits 
so  as  to  determine  the  relation  between  the  cultures.  Of  these 
eight  cultures,  four  failed  to  ferment  saccharose,  and  were  hence 
considered  by  the  author  to  have  approached  toward  a  "more 
pronounced  parasitism."  The  other  four  he  considered  to  belong 
to  the  true  colon  group.  As  a  result  of  the  tests,  he  found  that, 
with  one  exception,  the  agglutination  relationship  runs  nearly 
parallel  with  the  biological  characters  and  the  specific  parasitism. 
Finally,  he  concludes  that  "close  agglutinative  affinities  may  be 
predicted  from  close  biological  and  pathogenic  relationships." 

Not  many  non-pathogenic  bacteria  have  be^n  tested  with  ref- 
erence to  their  agglutinative  reaction,  but  Kneass  and  Sailer* 
have  recently  conducted  some  experiments  with  B.  subtilis.  In 
this  work  rabbits  were  treated  by  the  subcutaneous  injection  of 
large  numbers  of  the  living  bacteria.  A  high  degree  of  agglu- 
tinative power  was  obtained,  serum  agglutinating  in  a  dilution  of 
1 : 5,000  being  secured  in  eighteen  days.  In  testing  the  agglu- 
tination, the  microscopic  method  with  filtered  broth  cultures  was 
employed.  Complete  agglutination  of  B.  subtilis  was  obtained  in 
two  hours  with  a  serum  dilution  of  1 : 2,500,  and  slight  aggluti- 
nation with  a  dilution  of  1 : 5,000,  but  no  reaction  with  a  dilution 
of  1:10,000.  The  tests  were  made  simply  with  the  specific 
organism  used  in  immunizing  the  rabbit. 

AGGLUTINATION  OF  THE  FLUOBESOENT  BACTEBIA. 

The  writer  has  had  the  opportunity  of  studying  the  agglutina- 
tive reactions  of  forty-six  different  cultures  belonging  to  the 
group  of  fluorescent  bacteria,  eighteen  of  these  being  non-lique- 
fying and  twenty-eight  liquefying  forms.     These  organisms  had 
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all  been  isolated  from  river  water.  Dr.  Jordan,*  in  his  paper  on 
"The  Kinds  of  Bacteria  Found  in  River  Water,"  has  described 
the  methods  employed  in  isolating  and  studying  the  cultures  I 
have  employed.  All  of  these  fluorescent  bacteria,  with  a  very 
few  exceptions,  were  isolated  from  forty-eight-hour-old  gelatin 
plates,  then  "rejuvenated"  in  broth,  0.5  acid,  for  three  days  at 
20°  C,  and  finally  plated  in  gelatin,  from  which  agar  cultures 
were  made  for  the  further  examination  of  the  organisms.  Three 
of  the  organisms  (1040  iy,  1082  *r,  10820-)  were  isolated  from 
the  gelatin  plate  after  passing  through  the  dextrose  broth  fer- 
mentation-tube, and  two  others  .  (107 CU,  1080  w)  were  isolated 
from  litmus  lactose  agar  plates  after  passing  through  carbol  broth. 
These  five  forms,  however,  were  "rejuvenated"  and  treated  in 
the  same  manner  as  the  other  organisms  of  the  group. 

An  examination  of  Table  III  accompanying  Dr.  Jordan's  paper 
will  show  the  main  features  of  the  morphology  and  biology  of 
the  fluorescent  group.  The  liquefying  type  was  easily  distin- 
guished from  the  non-liquefying  by  growth  both  in  gelatin  and 
milk,  since  all  the  forms  that  liquefied  gelatin  curdled  milk  with 
the  production  of  acid,  and  then  peptonized  the  casein,  while  the 
non-liquefying  forms  produced  a  strongly  alkaline  reaction  in 
milk.  Aside  from  these  characteristic  changes  produced  in  milk 
and  gelatin,  the  two  groups  were  very  similar,  and  the  individual 
members  of  each  group  were  practically  identical  morphologically 
and  biologically. 

These  bacteria  were  all  isolated  and  studied  in  the  fall  of 
1901,  while  the  present  study  of  their  agglutination  was  begun 
in  the  spring  of  1903.  The  cultures  originally  isolated  had  been 
kept  in  stock  in  the  laboratory  under  uniform  conditions.  When 
first  examined  by  the  writer,  it  was  found  that  the  power  of  pro- 
duction of  fluorescent  pigment  had  been  lost  by  twenty-five  cul- 
tures out  of  the  forty-six.  The  cultural  characteristics  in  gelatin 
and  milk  were  studied  carefully  by  the  writer  in  the  course  of 
the  work  on  agglutination,  and  found  to  agree  in  the  main  with 
those  exhibited  when  first  studied  in  1901,  except  that  curdling 
of  the  milk  by  the  liquefying  group  did  not  occur;  there  was  in 
1903  simply  a  slight  acidification,  and  this  was  at  once  followed 
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by  rapid  peptonization  of  the  casein.  Even  a  second  rejuvena- 
tion of  the  liquefying  cultures  failed  to  cause  initial  curdling  of 
the  milk,  such  as  occurred  when  the  organisms  were  first  isolated 
and  rejuvenated  eighteen  months  previously.  There  still  remained, 
however,  the  same  sharp  line  of  demarkation  between  the  lique- 
fying and  non-liquefying  groups  in  respect  to  behavior  in  milk 
and  gelatin ;  the  liquefying  forms  appeared  simply  to  have  lost 
some  of  their  power  to  produce  acid. 

methods. 

The  serum  used  in  the  agglutination  tests  was  obtained  from 
rabbits  injected  with  specific  organisms.  Four  rabbits  were 
inoculated;  two  with  culture  238  L„  one  with  culture  1119  A,  and 
one  with  culture  1080  M. 

The  inoculations  were  carried  out  in  the  following  way :  A  sus- 
pension in  physiological  salt  solution  of  a  living  forty -eight-hour- 
old  slant  agar  growth  of  the  organism  was  injected  subcutaneously. 
Beginning  with  one-half  of  the  scrapings  of  a  forty -eight-hour- 
old  slant  agar  growth,  the  amount  injected  was  increased  to  the 
whole  agar  growth,  then  to  two  agar  growths,  and  finally  to  four 
agar  growths  at  a  single  injection.  Rabbit  No.  1,  treated  with 
culture  238  L,,  received  twenty  injections  in  the  course  of  two 
months.  Rabbit  No.  2,  also  treated  with  238  L„  received  eight 
injections  in  one  month ;  in  this  case  growth  on  two  agar  tubes 
was  used  in  the  first  injection,  and  on  .the  fifth  inoculation  four 
agar  growths  were  used  and  continued.  Rabbits  Nos.  3  and  4, 
inoculated  respectively  with  cultures  1119  A  and  1080  M,  were 
treated  in  the  same  manner  as  No.  1,  but  the  inoculations  were 
continued  for  three  months  in  order  to  obtain  agglutination  in 
dilutions  above  1:1,000. 

The  macroscopic  method  of  testing  agglutination  was  used. 
The  cultures  to  be  tested  were  grown  in  neutral  sugar-free  broth 
for  from  twenty-four  to  forty-eight  hours  at  room  temperature. 
The  serum  used  was  diluted  with  physiological  salt  solution.  The 
serum  was  added  to  a  measured  quantity  of  the  broth  culture,  so 
as  to  obtain  the  desired  dilution  of  the  serum  in  contact  with  the 
bodies  of  the  bacilli,  care  being  taken  to  obtain  a  uniform  sus- 
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pension,  so  far  as  this  could  be  determined  by  the  eye.  A  control- 
tube  was  always  made  of  each  organism  tested,  and  kept  under 
the  same  conditions  as  the  other  tubes.  All  these  tubes  were 
then  incubated  for  twenty-four  hours,  but  were  examined  at  inter- 
vals to  note  the  extent  of  the  clumping.  Examinations  were 
made  at  the  end  of  one-half  hour,  one  hour,  two  hours,  three 
hours,  four  hours,  and  twenty-four  hours. 

Considerable  difficulty  was  experienced  at  the  outset  in  obtain- 
ing cultures  of  a  uniform  turbidity,  because  this  group  of  bacteria 
tends  to  form  surface  films  and  a  flocculent  growth.  The  films, 
however,  could  generally  be  removed,  and  after  some  experience 
it  was  found  practicable  to  use  cultures  at  an  age  when  they 
showed  the  least  amount  of  flocculent  growth.  For  the  same 
reason  four  hours  was  found  to  be  the  usual  limit  at  which  the 
degree  of  agglutination  could  be  best  established,  as  the  floccu- 
lent growth  sometimes  present  after  twenty-four  hours  obscured 
the  reaction.  The  stronger  sera  and  the  lower  dilutions  of  sera, 
however,  sometimes  gave  a  sharp  reaction  after  twenty-four  hours. 

The  serum  lost  very  little  of  its  agglutinating  power  after 
standing  two  weeks;  no  older  serum  was  tried.  Every  time  a 
serum  was  used  after  standing,  and  whenever  fresh  serum  was 
used,  tests  were  made  with  the  homologous  organism  as  well  as 
with  the  other  organisms,  to  determine  whether  the  serum  had 
lost  any  of  its  agglutinating  power.  Most  of  the  serum  used  was 
not  more  than  two  or  three  days  old. 

The  serum  from  rabbit  No.  1,  treated  with  B  fluorescens  non- 
liquefaciens  238  L,,  was  first  used  in  testing  the  agglutination 
of  the  other  forty-five  cultures  of  the  fluorescent  group.  This 
culture  was  primarily  selected  because  it  was  a  thoroughly  typical 
and  vigorous  form  biologically,  culturally,  and  in  the  production 
of  fluorescence.  Tables  I  and  II  show  that  of  the  eighteen  other 
non-liquefying  forms,  ten  gave  positive  agglutination;  of  the 
twenty-eight  liquefying  forms,  fourteen  gave  a  positive  reaction, 
much  variation,  however,  being  shown  in  the  degree  of  dilution 
of  the  serum  by  which  they  were  clumped.  Clumping  occurred 
with  238  L,  in  dilution  of  its  serum  1 :  10,000,  while  the  limit  of 
agglutination  of  most  of  the  others  was  with  serum  diluted  only 
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1 :  100.  Five  gave  a  positive  agglutination  with  dilution  1 :  5,000, 
and  five  with  dilution  1:1,000.  The  agglutination  aflSnities  be- 
tween the  liquefying  and  non-liquefying  groups,  and  between 
the  members  within  the  groups,  do  not  correspond  with  the  bio- 
logical characteristics. 

It  might  perhaps  be  expected,  first,  that,  since  the  organism 
used  for  inoculation  belonged  to  the  non-liquefying  group,  the 
other  members  of  the  non-liquefying  group,  being  to  all  appear- 
ances biologically  similar,  would  show  practically  the  same 
agglutinative  reaction;  and,  second,  that  there  would  be  some 
distinction  between  the  liquefying  and  non-liquefying  groups; 
but  in  neither  case  can  any  such  relation  be  traced. 

In  view  of  the  results  with  immune  serum  238  L,,  it  was  decided 
to  inoculate  three  other  rabbits;  rabbit  No.  2  with  238  L„  since 
rabbit  No.  1  had  died  in  the  interval ;  rabbit  No.  3  with  culture 
1119  A,  a  member  of  the  liquefying  group  of  fluorescent  bacteria 
and  one  agglutinated  by  immune  serum  238  L,  in  dilution 
1 : 5,000 ;  and  rabbit  No.  4  with  culture  1080  M,  a  member  of  the 
non-liquefying  group,  but  not  agglutinated  by  serum  238  L,.  It 
was  found  much  more  diflScult  to  obtain  a  powerful  serum  with 
cultures  1119 A  and  1080  M  than  it  was  with  238  L,,  it  being 
necessary  to  extend  the  inoculations  over  a  longer  period,  although 
a  larger  number  of  bacteria  were  inoculated  each  time.  The 
writer  was  unable  to  raise  the  strength  of  the  serum  of  rabbit  No. 
3,  immunized  against  1119  A,  beyond  the  point  of  agglutination 
with  serum  diluted  1:4,000,  and  rabbit  No.  4,  immunized  against 
1080  M,  beyond  serum  dilution  1:2,000. 

Tests  were  made  with  the  sera  1119  A  and  1080  M  on  the 
forty -six  fluorescent  cultures  just  as  in  the  case  of  serum  238  L,. 
With  serum  1119  A,  eight  of  the  eighteen  non-liquefying  forms 
gave  a  positive  agglutination  reaction,  while  this  was  true  of  only 
six  of  the  twenty-eight  liquefying  forms,  although  1119  A  is  a 
member  of  the  liquefying  group.  With  serum  1080  M,  nine  of 
the  eighteen  non-liquefying  forms,  and  four  of  the  twenty-eight 
liquefying  forms,  gave  a  positive  reaction,  1080  M  being  a  mem- 
ber of  the  non-liquefying  group.  As  in  the  case  of  serum  238  L„ 
the  tests  with  sera  1119  A  and  1080  M  show  no  agglutinative 
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relationships  between  the  liquefying  and  non-liquefying  groups, 
or  between  the  members  within  these  groups. 

Table  III  shows  in  comparison  the  agglutinations  produced  by 
the  three  sera.  Serum  238  L ,  agglutinates  a  larger  number  and 
in  higher  dilution  than  either  of  the  other  two  sera,  probably 
because  it  is  the  most  potent.  Serum  1080  M,  although  somewhat 
weaker  than  1119  A,  agglutinates  almost  exactly  the  same  number 
of  cultures  as  serum  1119  A,  and  in  about  the  same  dilution. 
Mutual  clumping  reactions  do  not  exist  between  these  three  cul- 
tures; for  culture  238  L,  is  not  agglutinated  by  either  serum 
1119  A  or  1080  M;  culture  1119  A  is  not  agglutinated  by  serum 
1080 M,  but  is  by  238  L,;  culture  1080  M  is  not  agglutinated  by 
serum  238  L,,  but  is  by  1119  A.  Culture  1119  A  is  agglutinated 
by  serum  238  L,  in  dilution  1:5,000,  while  with  its  own  less 
highly  immunized  serum  it  is  agglutinated  in  dilution  1 : 4,000. 
The  table  shows  further  that  not  all  the  cultures  agglutinated  by 
serum  238  L,  were  clumped  by  serum  1119  A  or  1080  M,  nor 
were  all  the  cultures  agglutinated  by  serum  1119  A  or  1080  M 
clumped  in  turn  by  serum  238  L,.  Nevertheless,  it  is  true  that, 
with  a  single  exception,  all  the  cultures  agglutinated  by  serum 
238  L,,  in  dilution  of  1:1,000,  were  also  clumped  by  serum 
1119  A  or  1080  M  in  high  dilution.  It  would  appear  that  certain 
of  the  cultures  were  more  sensitive  to  agglutination  than  others. 
Possibly  if  a  higher  immunity  had  been  reached,  more  cultures 
would  have  been  agglutinated.  Although  in  general  the  strongest 
serum  238  L,  clumped  the  cultures  in  higher  dilutions  than  either 
serum  1119  A  or  1080  M,  there  were  a  few  exceptions.  Culture 
243  Fj  was  agglutinated  with  serum  1119  A  diluted  1:1,000  and 
not  at  all  by  serum  238  L , ;  culture  1091  C  was  agglutinated  by 
serum  1119  A  diluted  1:500,  while  the  stronger  serum  238  L, 
agglutinated  this  culture  only  in  dilution  1: 100;  culture  1021  D 
was  agglutinated  by  serum  1080  M  diluted  1 : 1,000,  and  by  serum 
238  L,  diluted  1:100. 

Table  IV  gives  the  varying  degrees  of  agglutination  shown  by 
the  three  sj)ecific  organisms  used  in  these  experiments.  Complete 
agglutination,  or  that  in  which  the  clumped  bacteria  are  com- 
pletely precipitated,  occurs  at  a  lower  dilution  than  the  point  of 
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just  visible  agglutination,  or  that  in  which  the  slightly  clumped 
bacteria  remain  still  suspended  in  the  fluid. 

To  determine  whether  normal  rabbit  serum  contained  agglu- 
tinins suflBcient  to  clump  the  fluorescent  group  of  bacteria,  tests 
were  made  with  the  serum  of  three  diflFerent  rabbits  upon  cultures 
1119  A  and  238  Li  with  negative  results  in  every  case,  although 
low  dilutions,  1 :  10  and  1 :  50,  of  the  serum  were  used. 

At  the  time  of  these  agglutination  experiments,  there  were  in 
stock  in  the  laboratory  seven  Pyocyaneus  cultures  from  various 
sources,  and  five  cultures  of  the  fluorescent  group  which  had 
been  isolated  from  the  human  stomach.  Agglutination  tests  were 
made  with  these  organisms,  using  the  three  immune  sera  as  in  the 
other  experiments,  and  showed  that  only  one  Pyocyaneus  culture 
was  clumped,  and  that  only  slightly,  by  serum  238  L ,  in  dilution 
1 :  100.  In  view  of  the  small  number  of  cultures  tested  from  the 
Pyocyaneus  group,  no  definite  conclusion  is  justified.  Of  the 
five  fluorescent  cultures  isolated  from  the  human  stomach,  two  of 
the  three  non-liquefying  forms  were  slightly  clumped  by  the 
serum  of  238  L,  (1:100). 

I  wish  to  express  my  thanks  to  Dr.  Jordan,  under  whose  direc- 
tion this  work  was  undertaken  and  carried  on,  for  his  valuable 
suggestions,  and  especially  for  his  guidance  and  encouragement 
toward  independent  work. 

CONCLUSIONS. 

1.  In  the  case  of  the  group  of  fluorescent  bacteria  there  appears 
to  be  no  definite  relation  between  the  biological  characteristics 
and  the  agglutinative  reaction. 

2.  Certain  of  the  cultures  are  more  sensitive  to  agglutination 
than  others,  for,  with  one  exception,  the  cultures  agglutinated  by 
serum  238  L,  diluted  1: 1,000  +  were  agglutinated  by  sera  1119  A 
and  1080  M  in  high  dilution. 

3.  The  strongest  serum  agglutinates  the  largest  number  of 
cultures  and  in  the  highest  dilution. 

4.  These  non-pathogenic  organisms  are  less  sensitive  to  the 
agglutination  test  than  the  parasitic  and  semi-parasitic  bacteria  of 
the  colon-typhoid  group. 
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TABLE  I. 

Agglutination  of  the  Non-Liquefying  Group  of  Fluorescent  Bacteria  by  the 
Serum  of  a  Rabbit  Immunized  to  B.  fluorescens  nonliquefaciens  238  L^ . 
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TABLE  II. 

Agglutination  of  the  Liquefying  Group  of  Fluorescent  Bacteria  by  the  Serum 
of  a  Rabbit  Immunized  to  B.  fluorescens  non-liquefaciens  238  L^. 
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TABLE  III. 

Comparison  of  the  Agglutination  of  the  Fluorescent  Group  of  Bacteria  Pro- 
duced by  Sera  from  Three  Rabbits  Immunized  Respectively 
to  238  Li,  119  A,  and  1080  M. 
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TABLE  IV. 

Degrees  of  Agglutination  of  238  L^,  1119  A,  and  1080  M  by  Their 
Respective  Sera. 
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INTRODUCTION. 

In  this  work,  which  was  undertaken  at  the  suggestion  of  Dr. 
Hektoen,  an  attempt  has  been  made  to  establish  more  accurately 
(1)  the  frequency  and  time  of  pneumococcus  invasion  of  the 
blood  in  pneumonia,  and  its  relation  to  the  leucocytosis,  and  par- 
ticularly to  the  crisis,  as  well  as  the  diagnostic  and  prognostic 
value  of  blood  cultures  in  this  disease ;  (2)  to  study  the  aggluti- 

♦  Received  for  publication  February  1, 1904. 

fThis  work  has  been  carried  out  under  the  Alumni  Fellowship  of  Rush  Medical  College. 
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Dating,  bactericidal,  and  other  actions  of  pneumonic  and  other 
blood  serum.  In  the  course  of  the  work  attention  became  directed 
also  to  certain  phases  of  the  biology  of  the  pneumococcus  and  of 
pneumococcus  infection  of  the  rabbit.  * 

I.       PNEUMOCOCCEMIA    IN   PNEUMONIA. 
REVIEW  OF  THE  LITERATURE. 

The  work  of  recent  investigators  shows  remarkable  differences  in  the 
frequency  with  which  positive  results  have  been  obtained  in  blood  cultures 
during  life  in  lobar  pneumonia. 

The  Klemperer  brothers  never  found  the  pneumococcus  in  the  blood,  not- 
withstanding the  fact  that  numerous  ca.ses  were  examined.  Belfonti  in  many 
cases  obtained  only  six  positive  results.  Passler  found  the  Streptococcus 
longus  and  the  bacillus  of  Friedlftnder  once  each  in  six  fatal  cases,  while  in 
thirty -eight  cases  that  recovered  the  pneumococcus  was  found  in  the  blood 
only  once.  Libman  in  1894  demonstrated  pneumococci  in  the  blood  during 
life  in  six  of  sixteen  cases.  In  two  of  these  they  were  found  only  in  smears, 
the  cultures  remaining  sterile.  Three  of  the  positive  cases  ended  fatally, 
while  only  three  of  the  twelve  negative  cases  died.  He  used  5  c.c.  of  blood  for 
agar  plates.  KQhnau,  by  the  same  method,  but  using  twice  the  amount  of 
blood,  obtained  only  one  positive  result  in  nine  cases.  This  case  ended  fatally. 
Two  of  the  eight  negative  cases  died.  Kohn,  also  by  the  same  method,  grew 
pneumococci  in  nine  out  of  a  total  of  thirty-two  cases.  Seven  of  the  positive 
cases  died,  while  only  two  of  the  negative  cases  terminated  fatally.  Sereni  in 
twenty-three  cases  found  diplococci  three  times.  Sello  examined  forty  eight 
cases,  with  twelve  positive  findings.  Ten  of  these  ended  fatally;  twenty-seven 
of  the  negative  cases  recovered.  Pieraccini,  in  1899,  found  the  pneumococcus 
in  the  blood  in  eleven  out  of  twenty- eight  cases  of  pneumonia.  In  1899  White 
made  cultures  from  nineteen  cases,  ten  of  which  were  fatal.  Diplococci  were 
obtained  in  but  three  cases;  all  of  these  ended  fatally.  He  used  5  c.c.  of 
blood  in  agar  and  bouillon  tubes.  Banti  in  1890  found  pneumococci  in  cul- 
tures in  eighteen  of  twenty-nine  cases.  Cole  in  1902  reports  nine  positive 
findings  in  thirty  cases.  All  of  the  positive  and  four  of  the  negative  cases 
ended  fatally.  The  earliest  time  at  which  cultures  were  obtained  was  three 
days  before  death.  In  four  negative  fatal  cases  cultures  were  made  a  number 
of  times.  Bouillon  and  litmus  milk  were  principally  used.  The  author  lays 
considerable  stress  upon  the  importance  of  diluting  the  blood  well,  to  "over- 
come its  bactericidal  action,"  and  believes  that  the  finding  of  the  organism 
in  cultures  of  the  blood  is  of  bad  omen.  Nazari  found  cocci  in  the  blood 
during  life  in  four  of  seven  cases.  Baduel  recovered  the  pneumococcus  from 
the  blood  in  fifty-five  of  fifty-seven  cases,  in  some  cases  as  late  as  twenty-five 
days  after  the  crisis.  In  1900  Silverstrini  and  Sertoli  report  fifteen  positive 
results  in  sixteen  cases.  They  think  that  the  number  of  pneumococci  fre- 
quently, but  not  always,  bears  a  direct  relation  to  the  severity  of  the  infection. 
Berghini  found  them  in  every  one  of  eight  cases,  and  believes  them  to  be 
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constant  in  the  blood  of  pneumonics  regardless  of  the  gravity  of  the  case. 
Casati  as  early  as  1893  obtained  positive  results  in  twenty  five  consecutive 
cases  by  means  of  animal  inoculations.  Positive  results  were  obtained  as 
early  as  the  second  day.  Fraenkel  himself  found  the  pneumococcus  only  in  20 
percent,  of  a  large  series  examined,  using  the  agar-plate  method,  but  later 
he  found  them  constantly  by  using  bouillon  as  the  culture  medium.  He 
shares  the  opinion  of  Prochaska  that  the  organisms  are  present  in  every  case, 
but  that  this  does  not  necessarily  mean  a  fatal  prognosis.  Prochaska  in  1901 
reports  in  two  articles  his  results  of  blood  cultures  in  fifty  cases  of  pneumonia. 
In  every  case  the  diplococcus  was  found.  Only  one  culture  was  made  from 
each  patient.  He  used  bouillon  and  agar  for  his  culture  media,  the  former 
giving  the  more  constant  results.  He  lays  no  particular  stress  upon  the 
degree  of  the  dilution  of  the  blood.  Of  the  fifty  cases,  only  twelve  ended 
fatally.  Positive  results  were  obtained  as  early  as  the  second  day,  and  in  one 
case  as  late  as  three  days  after  the  crisis.  He  believes  his  good  results  were 
due  to  the  use  of  large  quantities  of  blood  (10  c.c),  in  bouillon,  and  to  great 
care  in  the  examination  of  the  cultures. 

MATEBIAL  A^D  TECHNIC. 

The  cases  examined  were  taken  at  random  ip  the  wards  of  the  Cook 
County  and  Presbyterian  Hospitals,  and  I  am  gratefully  indebted  to  the 
attending  physicians  and  the  resident  staffs  for  the  interest  taken  and  the 
many  kindnesses  shown. 

After  careful  disinfection  of  the  skin  about  the  elbow  by  the  use  of  green 
soap,  5  per  cent,  carbolic  acid,  and  alcohol,  the  blood,  7  c.c.  in  the  early  and 
10  to  13  c.c.  in  the  later  cases,  was  drawn  from  either  the  median  basilic  or 
cephalic  vein.  With  great  care  to  avoid  contamination,  so  far  as  that  is 
possible,  5-7  c.c.  of  blood  was  used  for  cultural  purposes,  while  the  rest  was 
transferred  to  a  50  c.c.  graduate,  slanted  until  the  blood  coagulated,  and  then 
put  into  the  ice-chest  upright  to  permit  the  clear  serum  to  drain  oflF,  which 
was  then  used  for  agglutination  and  other  tests.  In  a  small  proportion  of 
cases  the  white  staphylococcus  was  found,  presumably  due  to  air  infection,  or 
perchance  it  was  carried  from  the  skin  by  the  point  of  the  needle.  It  is  well 
to  pass  the  end  of  the  needle  through  a  flame  after  withdrawing  it  so  as  to 
destroy  all  bacteria  that  may  have  been  picked  up  from  the  skin,  and  that 
might  otherwise  be  washed  into  the  media  with  the  blood  while  inoculating 
the  flasks. 

Bouillon  (plain  and  glucose,  1  per  cent.;  acidity,  1  per  cent.)  and  litmus 
milk  mostly  were  used  for  the  original  cultures,  the  former  giving  the  more 
constantly  positive  results,  and  of  the  two  kinds  of  bouillon  one  proved  about 
as  good  as  the  other.  Glycerin  bouillon  (5  per  cent.)  was  found  to  possess  no 
special  advantage  over  that  of  the  others.  In  the  early  cases  high  dilutions 
were  used  (1 :  100  or  1 :  200),  while  later  1  part  of  blood  to  50  or  75  parts  of 
medium  was  employed.  After  incubation  at  37.5  °  C.  from  eighteen  hours  to 
several  days,  smear  preparations  will  show,  usually,  numerous  diplococci. 
If  the  growth  is  at  all  abundant,  a  turbidity  and  brownish  discoloration  of  the 
bouillon  takes  place,  which  is  quite  characteristic.  The  color  reminds  one  of 
rusty  sputum,  and  is  due  to  the  change  in  the  hemoglobin  of  the  blood. 
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Libman  attributes  this  to  the  excessive  acidity  produced.  The  litmus  milk 
is  usually  promptly  acidified  and  coagulated.  As  pointed  out  by  Cole,  the 
capsule  can  usually  be  easily  demonstrated  in  this  medium.  In  all  cases 
subcultures  were  made;  the  characteristic  shape  and  staining  reactions  were 
noted  in  order  to  determine  accurately  the  identity  of  the  organism. 

RESULTS. 

Blood  cultures. — In  the  total  number  of  145  cases  studied, 
positive  results  were  obtained  in  132.  In  two  cases  (Nos.  35  and 
24)  the  cultures  remained  sterile,  but  smear  preparations  directly 
from  the  blood  showed  the  presence  of  undoubted  pneumococci. 
A  single  blood  culture  was  made  in  each  of  these  cases  on  the 
eighth  day  of  the  disease.  In  the  former  of  these  there  was  a 
capillary  leucocytosis  of  42,000,  while  in  the  vein  of  the  arm  at 
the  same  time  the  blood  showed  a  leucocytosis  of  only  30,000.  In 
four  of  the  negative  cases  (Nos.  10,  11,  15,  and  38)  cultures  were 
made  on  the  twelfth,  thirteenth,  fifteenth,  and  twenty-first  days 
of  the  disease  respectively,  with  normal  temperatures  in  each 
instance.  The  blood  was  drawn  mostly  for  other  purposes  and 
the  cultures  made  incidentally.  In  two  additional  negative  cases 
(Nos.  18  and  26)  cultures  were  made  on  the  second  day  of  the 
disease.  In  case  No.  104  the  culture  was  made  36  hours  after  the 
crisis,  with  a  negative  result,  and  in  No.  112  cultures  were  made 
on  the  day  of  the  crisis,  with  a  leucocyte  count  of  13,800.  In 
only  one  of  the  negative  cases  (No.  55)  is  it  difficult  to  explain  the 
negative  result.  In  this  case  three  cultures  were  made,  one  on 
the  day  of  crisis,  one  on  the  day  following,  and  the  third  four 
days  later,  when  there  was  an  extension  to  the  left  lower  lobe, 
after  a  previous  massive  consolidation  of  the  entire  right  lung,  in 
which  resolution  now  appeared  to  be  fairly  well  established. 
There  was  a  leucocytosis  of  30,000.  Smears  from  the  blood  on 
the  day  of  crisis,  however,  showed  undoubted  diplococci. 

In  most  cases  but  one  culture  was  made.  However,  in  a  num- 
ber several  cultures  were  made  to  determine  any  relationship  that 
might  exist  between  the  crisis  and  pneumococcemia.  The  per- 
centage of  failures  to  obtain  growths  within  thirty -six  hours  before 
crisis,  and  more  especially  on  the  day  of  crisis,  seems  to  be  higher 
than  on  the  fourth  or  fifth  day  of  the  disease.     Nor  is  the  develop- 
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ment,  as  a  rule,  as  luxurious.  In  four  instances  organisms  grew 
after  what  appeared  to  be  in  each  instance  a  typical  crisis,  but  in 
only  one  of  these  was  the  growth  at  all  abundant.  Cultures  were 
made  from  four  to  thirty-six  hours  after  crisis  in  eight  cases. 

Otherwise  positive  results  were  obtained  in  all  stages  of  the 
disease;  in  one  instance,  where  pneumonia  developed  in  a  patient 
in  the  ward,  the  organism  was  obtained  in  pure  culture  twelve 
hours  after  the  initial  chill,  before  there  were  any  definite  physical 
findings.  This  case  ran  a  typical  course,  with  more  delirium  than 
usual.  The  pneumococcus  was  demonstrated  in  the  blood  in  four 
other  cases  before  a  positive  diagnosis  could  be  made.  Cultures 
were  made  six  times  on  the  second  day,  with  three  ix)sitive  and 
three  negative  results;  on  the  third  day  four  times,  with  three 
positive  findings.  The  fourth,  fifth,  and  six  days  gave  the  highest 
percentage  of  positive  results,  except  the  |^riod  within  the  last 
twenty -four  hours  before  death  in  the  fatal  cases. 

The  organism  in  three  cases,  especially,  showed  rather  marked 
tendencies  toward  chain  formation.  Two  of  these  showed  distinct 
capsules,  and  resembled  in  every  other  way  typical  pneumococci ; 
while  the  other,  growing  in  still  larger  chains,  with  no  capsule, 
but  resembling  very  closely  indeed  the  pneumococcus  in  its  cultu- 
ral characteristics,  except  that  it  only  acidified  milk,  might  be 
considered  a  variety  of  streptococcus;  but  from  the  fact  that  the 
serum  of  this  patient  (who,  as  the  other  two,  passed  through  a 
typical  attack)  agglutinated  pneumococci  (as  did  also  the  others) 
of  different  strains,  one  might  be  equally  justified  in  considering  it 
a  variety  of  Fraenkers  diplococcus.  The  tendency  of  the  pneumo- 
coccus to  form  chains  in  some  instances,  especially  when  cultivated 
in  milk,  was  well  brought  out  in  a  number  of  observations.  While 
making  the  routine  subcultures  on  the  various  media,  and  also 
when  purposely  studying  this  point,  it  was  noticed  that  very  early 
in  milk  (twelve  hours  after  inoculation)  undoubted  pneumococci 
would  sometimes  form  long  chains  which  resembled  the  chains  of 
Streptococcus  longus  in  every  way,  whereas  later  the  typical  encap- 
sulated lanceolate  diplococcus  predominated  uix)n  the  same 
medium,  as  it  did  from  the  beginning  ujxjn  the  other  media.  I 
have  found  the  use  of  blood  agar  a  good  method  for  differen- 
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tiating  pneumococci  from  streptococci  (p.  308).  It  might  be  of 
interest  to  note  that  Dr.  Weaver  has  found  that  pneumonic  serum 
frequently  possesses  some,  and  at  times  very  strong,  agglutinating 
power  over  streptococci.  Nine  strains  of  streptococci  were  tested, 
obtained  from  various  sources.  Friedlftnder's  bacillus  was  never 
observed  in  the  blood  cultures. 

The  mortality  in  this  series  of  40  per  cent,  shows  that  cases  of 
rather  marked  severity  have  been  studied,  for  the  mortality  of  the 
total  number  of  cases  in  the  wards  from  which  the  cases  were 
selected  has  been  more  nearly  35  per  cent.  Two  cases  of  jwst- 
pneumonic  gangrene  showed  pneumococci  in  the  blood.  The 
administration  of  antiseptics,  such  as  creosote  and  guaiacol  car- 
bonate, do  not  seem  to  have  any  influence  upon  the  presence  of 
pneumococci  in  the  blood. 

Blood-smears, — By  persistent  search  pneumococci  were  dem- 
onstrated in  smears  from  the  blood  in  forty-seven  cases.  In 
three  of  these  the  cultures  remained  sterile.  Again,  the  organ- 
isms have  been  found  repeatedly  in  the  sera  after  being  kept  in 
the  ice-chest  for  various  lengths  of  time  (in  one  instance  as  long 
as  seventy  days),  and  in  three  of  these  the  original  blood  cultures 
also  remained  sterile.  The  positive  results  by  this  direct  method 
of  examination  have  been  as  numerous  in  the  cases  that  recovered 
as  in  those  that  died.  On  the  other  hand,  the  negative  findings 
are  more  numerous  in  the  former.  Various  staining  methods 
were  tested,  and  it  has  been  found  that  staining  the  film  (after  it 
has  been  fixed  to  the  cover-glass  in  a  corrosive  sublimate-acetic 
acid  solution)  with  Loffler's  methylene  blue  is  the  most  satisfac- 
tory. It  may  be  contended  that  the  diplococci  found  in  the 
smears  may  have  been  contaminations;  but  the  fact  that  chemi- 
cally cleaned,  sterilized  cover-slips  were  used,  carried  to  the  bed- 
side in  sterile  test-tubes,  and  replaced  in  the  test-tube  after  the 
film  had  been  made  in  a  sterile  manner,  with  forceps,  then 
brought  to  the  laboratory,  placed  in  the  fixing  solution,  and 
then  treated  with  a  carefully  controlled  staining  solution,  can 
leave  little  doubt  that  the  diplococci  found  were  present  in  the 
blood  at  the  time  it  was  drawn.  The  fact  that  the  organisms 
were  so  numerous  in  some  instances  makes  one  raise  the  question 
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whether  or  not  there  might  not  have  been  a  multiplication  of 
germs  in  the  blood  upon  the  cover-slips.  This  possibility  was 
excluded  by  fixing  one  film  immediately  before  it  was  dry,  and 
placing  the  other  in  the  incubator  for  twenty-four  hours.  In 
every  instance  where  pueumococci  were  found  in  the  film  which 
had  been  incubated  they  were  also  found  in  the  film  which  was 
fixed  immediately,  and  there  appeared  to  be  an  equal  number  in 
both.  In  only  three  instances  did  I  find  what  appeared  to"  be 
diplococci  within  polymorphonuclear  leucocytes.  Other  observers 
have  found  pneumococci  in  smears,  Orthenberger  in  six  fatal 
cases.  Libman  found  them  in  cover-slips  in  two  cases  where  the 
cultures  remained  sterile. 

Diagnosfic  lvalue  of  blood  cultures, — In  a  number  of  cases  in 
this  series  blood  cultures  have  been  of  positive  value  in  the  diag- 
nosis. In  one  case  of  severe  sepsis  in  which  typhoid  was  consid- 
ered in  the  diagnosis  the  blood  culture  showed  it  to  be  a  case  of 
pneumococcemia  probably  due  to  a  local  inflammatory  process  in 
the  nasal  cavity.  In  six  cases  influenza  or  broncho-pneumonia 
was  diagnosed,  while  the  blood  cultures  containecT  pneumococci. 
In  five  cases  pneumococci  were  demonstrated  in  the  blood  before 
any  physical  signs  were  present. 

Proynosiic  value  of  blood  culfures, — Authors  differ  remarka- 
bly in  regard  to  the  prognostic  value  of  the  demonstration  of 
pneumococci  in  the  blood.  Fraenkel,  Prochaska,  Baduel,  Bergh- 
ini,  Casati,  and  other  recent  workers  attribute  only  small  or  no 
prognostic  significance  to  pneumococcemia  in  pneumonia,  because 
present  in  nearly  all  cases.  On  the  other  hand,  Krauss  and 
Sello,  White,  Pane,  Cole,  Pieraccini,  and  others  consider  invasion 
of  the  blood  by  pneumococci  a  bad  sign.  Why  this  great  differ- 
ence of  opinion  ?  In  most  instances  conclusions  are  drawn  from 
insuflScient  data;  again,  others  seem  to  conclude  that  because 
they  fail  to  grow  the  organism  its  absence  is  established — a  most 
misleading  conclusion.  I  believe  the  differerices  in  the  results 
are  explainable  wholly  on  the  score  of  recent  improvements  in 
technic,  to  wit:  the  use  of  large  quantities  of  blood  in  liquid 
media,  especially  bouillon,  and  of  high  concentration  of  blood 
instead  of  high  dilutions  to  overcome  the  so-called  bactericidal 
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action  of  the  blood.  All  who  have  used  the  plate  method  have 
had  positive  results  in  only  a  small  percentage  of  cases,  while 
those  who  have  used  liquid  media  and  animal  inoculations  have 
had  almost  uniformly  positive  results. 

Eliminating  the  somewhat  more  uniformly  positive  results 
obtained  during  the  last  twenty-four  hours  of  life,  and  the  higher 
percentage  of  negative  results  upon  the  day  of  crisis  in  the  cases 
with  recovery,  a  careful  analysis  of  the  results  earlier  in  the  dis- 
ease fails  to  show  any  difference  in  the  number  of  times  positive 
results  were  obtained  in  the  fatal  and  non-fatal,  and  therefore  less 
severe,  cases.  Hence  we  conclude  with  Fraenkel,  Prochaska, 
Sittmann,  and  others  that  pneumococcemia  in  pneumonia  is  of  no 
special  prognostic  value. 

II.      PNEUMOCOCCEMIA    IN    RELATION    TO   THE    LOCALIZATION   OF 
LOBAR    PNEUMONIA. 

That  pneumonia  may  be  the  secondary  localization  of  a  pri- 
mary blood  invasion  does  not  seem  altogether  improbable,  because 
the  clinical  picture  of  many  cases  of  lobar  pneumonia  reminds 
one  strongly  of  rapidly  fatal  pneumococcemia  with  no  special 
localization,  and  because  in  this  series  invasion  of  the  blood 
stream  seems  to  have  been  primary  in  point  of  time  in  five  cases. 

In  the  course  of  this  work  pneumonia  resembling  that  in  man 
residted  in  two  rabbits  following  intraperitoneal  inoculation  of 
pneumococci.  The  pneumococcus  was  isolated  in  pure  culture 
from  the  blood  in  each  instance.  Washboum  has  had  similar 
results.  Fraenkel,  especially,  mentions  the  development  of  pneu- 
monia after  injection  with  attenuated  cultures,  and  Schultz  has 
repeatedly  produced  a  fibrinous  pneumonia  in  rabbits  by  intra- 
venous injections  of  attenuated  pneumococci. 

With  the  view  of  throwing  more  light  upon  this  ix)int,  I  under- 
took, with  the  aid  of  Dr.  Rubin,  a  series  of  experiments  upon  six 
sets  of  rabbits  (three  in  each  set),  of  the  same  weight  and  inocu- 
lated with  exactly  equal  doses  of  attenuated  pneumococci,  as 
follows: 

Rabbit  A  in  each  set  was  inoculated  intravenously.  Rabbit  B 
intratracheally,  and  Rabbit  C  also  intratracheally,  after  having 
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been  previously  etherized  by  the  hypodermic  injection  of  1  c.c. 
of  ether  per  pound  of  weight.  With  the  hope  of  attenuating  the 
pneumococci  sufficiently  so  that  the  rabbits  would  not  die  of  a 
rapidly  fatal  bacteriemia,  and  thus  afford  time  for  the  development, 
{)erchance,  of  a  pneumonia,  the  washed-off  pneumococci  of  one 
blood-agar  slant  were  suspended  in  85  per  cent,  salt  solution  and 
placed  in  the  incubator  for  twenty  to  twenty-four  hours,  as  advised 
by  AuskoflF  and  Schultz.  This  was  found  insufficient,  for  most  of 
the  animals  died  within  a  very  short  period.  The  animals  inocu- 
lated intratracheally  after  having  been  etherized  invariably  died 
first,  and  the  leucocytosis  was  not  nearly  so  marked.  The  ones 
inoculated  intratracheally  usually  succumbed  before  the  one 
receiving  intravenous  injections,  both  dying  usually  of  a  rapidly 
fatal  pneumococcemia.  This  is  interesting  because  it  shows  that  the 
pneumococcus  can  penetrate  into  the  circulation  very  rapidly  from 
the  respiratory  tract,  and  may  be  considered  a  point  in  favor  of 
the  theory,  advanced  by  Schultz  and  others,  that  the  lung  is  the 
point  of  least  resistance  for  the  pneumococcus,  and  hence  localizes 
there  from  a  previous  blood  invasion. 

Of  the  animals  that  survived  long  enough,  there  developed  in 
two  instances  a  pneumonia  which  resembled  typical  fibrinous 
pneumonia  in  man,  and  a  bronchopneumonia  in  three  others.  In 
the  former  two  it  concerned  intravenous,  and  in  the  rest,  where 
the  consolidation  was  not  so  sharply  defined,  intratracheal  inocu- 
lations. In  all  of  these  there  was  a  massive  sero-fibrinous  pleu- 
ritis,  and  in  two  a  pericarditis.  Pneumococci  were  isolated  from 
the  heart's  blood  in  every  instance.  In  a  number  of  rabbits  in  this 
series,  as  well  as  in  a  large  number  of  other  rabbits  which  sur- 
vived from  twenty-four  to  forty-eight  hours,  or  longer,  the  lungs 
frequently  showed  an  active  hyperemia  in  areas,  which  reminded 
one  strongly  of  an  early  stage  of  red  hepatization.  To  decide 
whether  this  condition  was  really  an  inflammatory  process,  and 
hence  probably  due  to  the  pneumococcus,  a  number  of  specimens 
were  placed  in  alcohol,  sectioned,  and  stained  for  bacteria  by 
Gram's  method.  In  one  of  these  I  was  able  to  demonstrate  the 
presence  of  incapsulated  diplococci  within  the  alveoli,  together 
with  polymorphonuclear  leucocytes,  a  large  number  of  red  blood 
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corpuscles,  and  other  e^lls.  This  rabbit  was  inoculated  intra- 
venously, and  died  twenty -eight  hours  after  inoculation;  it  was 
examined  within  a  few  hours  after  death. 

We  have  thus  shown  (1)  that  the  pneumococcus  when  injected 
into  the  trachea  in  lethal  doses  is  rapidly  absorbed  by  the  blood; 
(2)  that  when  injected  intravenously  it  may  enter  the  alveoli  of 
the  lung  within  the  short  time  of  twenty-four  hours ;  (3)  that  a 
fairly  typical  lobar  pneumonia  may  develop  after  intravenous  and 
intraperitoneal  inoculation;  (4)  we  have  confirmed  the  view, 
expressed  by  Fraenkel,  that  pneumonia  in  the  rabbit  is  more  prone 
to  occur  after  inoculation  with  attenuated  pneumococci.  Hence  it 
does  not  seem  altogether  unlikely  that  the  lobar  pneumonia  in 
man  may  be  the  result  of  a  primary  hematogenous  infection. 

III.     pneumoooccemia   in   relation  to  the  leucocytosis  and 

THE   crisis   of    PNEUMONIA. 

Accurate  leucocyte  counts  were  made  simultaneously  with  the 
blood  cultures  in  thirty  cases.  In  four  of  these  (see  Table  I), 
with  a  leucocytosis  of  30,000  in  two,  and  13,800  and  12,340 
respectively  in  the  other  two,  the  blood  cultures  were  sterile.  At 
first  it  would  appear  that  this  negative  result  might  be  due  to  a 
high  leucocytosis,  especially  in  the  first  two  cases;  yet  from  the 
fact  that  in  the  other  two  there  was  a  low  leucocytosis,  and  that 
in  other  cases  positive  results  were  obtained  with  equally  high  or 
even  higher  leucocyte  counts,  alike  in  fatal  and  non-fatal  cases, 
it  appears  that  there  must  be  some  other  reason  to  explain  these 
negative  results  of  the  blood  cultures.  Upon  studying  these 
cases  more  closely,  it  is  found  that  in  every  instance  except  one 
the  blood  was  obtained  upon  the  day  of  crisis.  Furthermore,  in 
case  No.  117,  as  the  table  will  show,  three  cultures  were  made: 
one  on  the  fifth  day,  with  a  negative  result;  one  on  the  sixth  day, 
with  a  positive  finding;  and  again  one  on  the  seventh  day,  or  the 
day  of  crisis,  with  a  negative  result.  The  leucocyte  count 
remained  practically  the  same  (12,340).  Again,  in  two  of  the  fatal 
cases  there  was  a  marked  reduction  in  leucocytes  (1,(500  and  1,040) 
shortly  before  death,  whereas  early  in  these  cases  there  was  a 
rather  high  leucocytosis  (19,000  and  25,000).     Clinically  it  has 
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been  determined,  especially  by  the  researches  of  von  Jaksch,  that 
prognosis  in  pneumonia  is  more  serious  when  leucocytes  diminish 
in  number.  That  this  is  true  there  can  be  but  little  doubt.  This 
leads  one  to  raise  the  question  whether  there  exists  any  causal 
connection  between  the  disappearance  of  the  leucocytes  and  the 
appearance  of  pneumococci  in  the  circulating  blood. 

A  number  of  observers,  more  particularly  Williamson,  have 
attempted  to  show,  from  a  rather  small  number  of  observations  in 
man,  and  mostly  by  analogy  from  experimental  pneumococcus 
infection  in  the  rabbit,  that  this  diminution  of  leucocytes  and  the 


TABLE  I. 

Relation  of  Pneumococcemia  to  Leucocytosis  and  to  the  Termination  of 

Pneumonia. 


No. 


A^ 

Day  of 
Disease 

27 

7 

27 

6 

50 

■  8 

,33 

10 

31 

4 

30 

6 

26 

4 

56 

2 

35 

2 

22 

6 

34 

16 

36 

4 

33. 

8 

31 

3 

19 

8 

28 

7 

15 

6 

23 

8 

16 

2 

40 

5 

39 

2 

35 

8 

40 

7 

40 

2 

36 

5 

30 

10 

40 

7 

35 

7 

40 

5 

5 

36 

6 

7 

Days  before 
D'th  or  Crisis 


Leucocytes 

Blood 
Culture 

6,000 

+ 

30,000 

- 

- 

18,000 

H 

- 

22,000 

- 

13,000 

- 

- 

17,450 

- 

- 

8,280 

- 

- 

1,600 

- 

1,040 

- 

- 

16,000 

- 

- 

13,450 

4- 

12,000 

t 

30,000 

22,900 

+ 

30,000 

0 

36,550 

- 

-  ■ 

17,250 

- 

- 

25,000 

- 

- 

15,500 

- 

- 

12,500 

- 

- 

10,640 

-f 

5,473 

+ 

17,350 

4- 

15,000 

+ 

14,250 

-4- 

22,000 

+ 

23,600 

+ 

13,800 

0 

19,450 

+ 

11,256 

0 

12,340 

+ 

12,000 

( 

) 

TerminatioQ 


19.. 

22  . 

23.. 

31.. 

73.. 

85.. 

87.. 

90.. 

92.. 

96.. 

99.. 
101.. 

35.. 

49.. 

55.. 

77.. 

88., 

89.. 

93.. 

94.. 

95.. 

98.. 
100.. 
102.. 
103.. 
108.. 
109.. 
112., 
116.. 

117  j 


0 

4 

4 
10 

1 

2 

2 

1 

1 

3 
15 

4 

0 

3 

3 

4 

2 
Lysis 

1 

2 
Lysis 

2 

2 

2 

2 

2 

2 

0 

3 

2 

1 

0 


Death 


Recovery 
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total  absence  of  leucocytosis  in  many  fatal  cases  of  croupous  pneu- 
monia are  due  to  the  ''very  special  process"  of  the  entrance  of 
the  pneumococci  into  the  blood  stream.  Invasion  of  the  blood  by 
pneumococci  occurs  in  nearly  all  fatal  cases,  and  usually  in  large 
numbers,  but  this  invasion  is  by  no  means  to  be  regarded  as  an 
agonal  event,  because  pneumococci  have  been  found  in  the  blood 
a  number  of  times  as  early  as  the  second  or  third  day  of  the 
disease,  and  frequently  as  long  as  two,  three,  four,  and  a  number 
of  times  six,  days  before  death.  Nor  is  blood  invasion  absent  in 
the  cases  that  recover,  because  it  has  not  only  been  demonstrated  in 
a  large  number  of  cases,  by  Prochaska,  Fraenkel,  Sittmann,  Baduel, 
and  in  this  series  by  myself,  but  the  metastatic  lesions  in  the  most 
diverse  organs  observed  every  now  and  then  in  the  course  of  even 
very  mild  cases  of  pneumonia  show  that  the  blood  has  contained 
the  organism  at  least  at  some  time  during  the  infection.  The 
practically  constant  pneumococcemia,  even  early  in  the  disease  in 
fatal  cases,  as  well  as  in  cases  that  ultimately  get  well,  apparently 
independently  of  the  number  of  leucocytes  present,  seems  to  indi- 
cate that  pneumococcemia  and  leucocytosis  in  man  are  not  neces- 
sarily so  definitely  associated,  and  that  the  diminution  in  leuco- 
cytes which  does  occur  must  be  due  to  some  other  cause  than  the 
mere  entrance^of  pneumococci  into  the  blood  stream.  It  may  be 
more  likely  perhaps  that  the  leucocytes  are  an  index  to  the  rela- 
tive balance  between  the  sum  total  of  the  infection,  on  the  one 
hand,  and  the  vital  resisting  agencies,  on  the  other,  and  that 
hypoleucocy tosis  in  pneumonia  is  an  indication  of  failing  resistance. 

LEUCOCYTOSIS  IN  PNEUMOCOCCUS  INFECTION  OF  THE  BABBIT. 

To  test  the  conclusion  drawn  by  Williamson  that  the  diminu- 
tion of  the  leucocytes  in  the  pneumococcus  infection  of  the  rabbit 
is  due  to  the  penetration  of  the  pneumococcus  into  the  circulating 
blood,  'a  series  of  experiments  similar  to  his  were  instituted. 
After  subcutaneous  inoculation  of  lethal  doses  of  highly  virulent 
pneumococci,  leucocyte  counts  simultaneously  with  blood  cultures 
were  made  at  frequent  intervals,  with  these  important  additions: 
(1)  Having  previously  showm  that  plain  bouillon  to  which  a  small 
quantity  of  blood  is  added  (7  loops  per  5  c.c.)  is  a  rather  unfa- 
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vorable  medium  for  the  pneumococcus,  and  having  repeatedly  been 
able  to  obtain  growths  from  old  cultures  of  pneumococci  upon 
blood  agar,  but  not  upon  glycerin  agar,  I  made  parallel  cultures 
in  ascites  bouillon,  blood  agar,  plain  bouillon,  and  glycerin  agar, 
using  the  same  number  of  loops  as  did  Williamson  for  each 
inoculation.  (2)  Believing  also  that  a  knowledge  of  the  actual 
number  of  viable  pneumococci  in  a  given  definite  quantity  of  the 
animal's  blood,  together  with  a  simultaneous  count  of  the  leuco- 
cytes, might  throw  some  light  upon  the  r6le  these  cells  play  in 
the  infection,  a  series  of  blood-agar  plates  (5  to  7  drops  of  sterile 
blood  to  5  c.c.  of  plain  or  glycerin  agar)  were  also  used. 

A  study  of  Table  II  will  show  that  by  the  use  of  more  favor- 
able media  for  the  growth  of  the  pneumococcus,  and  incidentally 
by  the  use  of  a  somewhat  larger  quantity  of  blood,  the  organisms 
have  been  cultivated  much  earlier  in  many  instances  than  in  the 
experiments  of  Williamson,  Radziewski,  and  others,  and  than  I 
was  able  to  do  upon  the  media  they  employed.  Since  the  pneu- 
mococci are  usually  numerous  upon  the  plates  at  the  time,  we 
are  able  to  grow  them  in  plain  bouillon  and  glycerin  agar;  and 
because  of  the  fact  that  their  demonstration  in  the  blood,  often  in 
considerable  numbers,  by  this  method  of  examination  is  possible 
long  before  the  acme  of  the  leucocytosis  has  been  reached  (from 
three  to  twenty -four  hours  in  the  rabbits  with  an  early  death,  and 
to  as  long  as  seventy-two  hours  in  the  ones  that  lived  a  number  of 
days),  it  may  be  concluded  (1)  that  the  hypoleucocytosis  which 
develops  in  the  course  of  a  fatal  pneumococcus  infection  of  the 
rabbit  is  not  due  to  the  mere  entrance  of  the  pneumococci  into 
the  circulating  blood,  but  rather  perhaps  to  the  exhaustion  of  pro- 
tective agencies;  and  (2)  that  invasion  of  the  blood  in  the  rabbit, 
as  in  pneumonia  in  man,  is  to  be  regarded  as  a  part  of  the 
disease-process,  and  not  as  a  **very  special"  or  ominous  event. 
The  latter  conclusion  is  still  further  borne  out  by  the  fact  that 
two  rabbits  in  this  series  recovered,  in  one  instance  with  as  many 
as  12,000  pneumococci  {)er  loop  of  blood  (the  loop  used  in  all 
these  experiments  contains  approximately  1/1,000  c.c). 

Here  I  would  also  note  the  recovery  of  a  number  of  other 
rabbits  (not  in  this  series),  which  were  inoculated  subcutaneously. 
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after  the  presence  of  pneumococci  had  been  demonstrated  in  the 
circulating  blood. 

That  there  exists  a  very  close  relation  between  the  number  of 
leucocytes  and  the  number  of  pneumococci  in  the  blood  is  evi- 
dent, however,  because  in  the  fatal  cases,  up  to  a  certain  point, 
the  rise  in  the  number  of  leucocytes  runs  hand  in  hand  with  the 
increase  in  the  number  of  pneumococci ;  again,  after  the  leucocy- 
tosis  has  reached  the  acme,  there  is  first  a  primary  drop  in  both, 
just  as  if  the  disintegration  of  leucocytes  causes  a  destruction  of  a 
number  of  the  invading  cocci  (vide  Table  II,  Nos.  1,  3,  5,  6,  8, 
and  10).  This  suggests  that  because  of  the  exhaustion  of  the 
power  on  the  part  of  the  organism  to  produce  new  leucocytes,  the 
pneumococci  get  the  upper  hand,  and  as  the  leucocytes  diminish, 
the  pneumococci  increase  in  number.  There  is  thus  furnished  by 
the  blood-agar  plate  method  a  probable  explanation  of  the  obser- 
vation, unaccounted  for  by  Williamson,  that  at  times  his  cultures 
remained  sterile,  while  the  earlier  ones  had  shown  pneumococci. 
•  This  was  associated  in  nearly  every  one  of  these  instances  with  a 
rather  sudden  drop  in  the  leucocytosis.  Cultures  upon  blood 
agar  would  probably  have  shown  pneumococci  in  the  blood, 
though  in  diminished  numbers,  just  as  in  my  experiments. 

In  certain'  experiments  in  conjunction  with  Dr.  Rubin  it  was 
found  that  alcoholized  and  etherized  rabbits  withstood  pneumo- 
coccus  infection  much  more  poorly  than  normal  rabbits ;  further- 
more, that  in  the  alcoholized  and  etherized  rabbits  the  leucocy- 
tosis was  not  so  marked,  being  at  times  wholly  absent,  while  the 
number  of  pneumococci  in  the  blood  was  greater  than  in  the 
normal  control  rabbits. 

These  results  seem  to  me  to  indicate  that  the  leucocytes  play 
an  important  rOle  in  the  struggle  against  pneumococcus  infection. 
This  is  in  full  accord  with  the  fact  that  Kitasato  and  Wasser- 
mann,  Buchner,  and  others  have  shown  that  in  vitro  the  leucocytes 
have  a  definite  bactericidal  action  (see  Daubler,  loc,  cit.).  The 
fall  in  the  number  of  pneumococci  shown  by  me  to  be  coincident 
with  the  fall  in  the  leucocytosis  points  directly  to  the  liberation  of 
pneumococcidal  substances. 

Filtrates  of  bouillon  and  serum  cultures  of  pneumococci  pro- 
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TABLE  II. 

Pneumococcemia  and  Leucocytosis  in  the  Rabbit. 
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Blood  Cultures 
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«5 
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g 

1 

Blood  Afirar  Plates 
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1 
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0 

0 

0 

+ 

0 

10 

RAbbit  lived  1  mo. 
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0 
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15 
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12 
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0 

+ 

0 
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25 

lU 
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+ 
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48 
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_ 
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7 
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+ 

0 

-f 
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66 
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0 

0 

7 
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+ 

+ 

+ 

+ 

116,640 
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2 

4 
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0 

+ 

0 
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0 
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Death  37  hrs.  after 

2 
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7,400 

0 

+ 

t 

-- 
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16 

102.8 

4,800 

4- 

+ 

-- 
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4- 

28 
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4- 

+ 

+ 
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-f- 

+ 

+ 

+ 

+ 

4- 

3 
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+ 

-f 

0 

+ 
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16 
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4- 
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0 
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2S 
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H- 

+ 

6 
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50 
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40 
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0 

0 

+ 

+ 

0 
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48 
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0 

0 

0 

0 

0 

0 

63 
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0 

0 

0 

0 
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0 

87 
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0 
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0 

0 

0 

0 
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2 
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0 

+ 
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8 
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+ 
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4- 
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+ 
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4- 
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4- 
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72 
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-f 
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4- 
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0 

0 

0 

0 

"6 
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0 

0 

0 

0 
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0 

0 
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0 
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0 
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92 
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0 

0 

0 

0 

"6 

7 

4 

102 

9,200 

0 

0 

0 

4- 

0 

0 

Death  85  hrs.  after 
inoc. 

6 

101.5 

5,580 

0 

+ 

0 

-f- 

60 

250 

14 

las.s 

6,020 

200 

500 

24 

106.4 

11,360 

+ 

+ 

+ 

+ 

4- 

4- 

40 

1(K 

+ 

+ 

— 

72 

IW 

24,666 

— 

"25 

m 

84 

12,020 

4- 

100,000 

8 

Vt 

9,600 

0 

0 

0 

4- 

0 

0 

Death  36  hrs.  after 

3 

ice" 

21,560 

-f 

+ 

+ 

4- 

188 

1,778 

inoc. 

6 

103.8 

13,1-20 

0 

0 

0 

4- 

84 

166 

12 

m 

12,450 

+ 

+ 

0 

4- 

45 

237 

24 

104.5 

11,100 

0 

-f 

-\- 

4- 

100 

1,442 

9 

•i 

102.5 

9,800 

Death  49  hrs.  after 
inoc. 

6 

103. « 

16,320 

0 

0 

0 

b 

"so 

'208 

24 

106.6 

32,000 

+ 

4- 

69S 

15.000 

48 

11,300 

100,000 

1,250,000 

10 

'« 

102.4 

9,845 

0 

+ 

0 

0 

0 

0 

Death  90  hrs.  after 
inoc. 

6 

104 

14,000 

0 

+ 

0 

"~ 

0 

0 

24 

la-j 

38,700 

+ 

-i. 

+ 

8 

74 

48 

103 

14.120 

0 

6 

0 

4- 

2 

14 

72 

98 

12,600 

+ 

4- 

+ 

-l- 

1,234 

5,678 

86 

99 

8,870 

0 

-f 

0 

^ 

6 

34 

4-  means  very  many. 
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duce  in  doses  of  2-4  c.c.  a  slight  rise  of  temperature  and  a 
considerable  leucocytosis  (18,000-28,000)  in  rabbits.  Sterile 
bouillon  and  serum  in  the  same  quantities  injected  in  the  same 
way  have  no  such  action.  This  suggests  that  pneumococci  may 
produce  soluble  toxins,  and  is  in  full  accord  with  the  observation 
that  up  to  a  certain  point  the  increase  in  the  number  of  leucocytes 
and  in  pneumococci  go  hand  in  hand  in  fatally  infected  rabbits. 

IV.   ACTION  OF  BLOOD  AND  SEBUM  ON  PNEUMOCOCCI. 

Media  containing  blood  seems  to  be  especially  adapted  for 
cultivating  the  pneumococcus.  Washbourn  advised  the  use  of 
agar  slants  over  which  a  few  drops  of  rabbit's  blood  are  allowed 
to  flow  as  an  excellent  culture  medium,  and  found  that  on  it  the 
pneumococcus  lived  much  longer  than  is  usual.  Numerous  par- 
allel tests  with  different  strains  of  pneumococci  on  rabbit's,  human 
(both  normal  and  pneumonic),  dog's,  and  goat's  blood-agar  slants 
have  been  made  in  the  course  of  this  work.  The  efficiency  of  all 
these  has  been  found  the  same.  To  determine  further  the  con- 
stituent of  the  blood  that  especially  favored  the  growth  of  the 
diplococcus,  and  thus  to  test  the  statement,  made  by  Rymowitsch, 
that  it  was  the  hemoglobin,  a  hemoglobin  infusion  was  made  by 
laking  washed  corpuscles  in  distilled  sterile  water.  The  red  fluid 
was  floated  over  the  surface  of  agar  slants,  protected  from  drying, 
and  incubated  for  three  days.  Parallel  tests  were  then  made  with 
the  blood-agar  slants  and  the  hemoglobin  medium;  both  media 
were  found  equally  efficient,  and  both  much  more  so  than  coagu- 
lated bovine  serum,  or  glycerin  agar,  both  as  regards  preserving 
vitality  and  securing  abundance  of  growth. 

In  the  course  of  certain  experiments  to  determine  the  pneumo- 
colytic  effect  of  pneumococcus  filtrates,  it  was  shown  that  washed 
human  and  rabbit's  corpuscles,  when  added  to  normal  salt  solu- 
tion, increased  materially  the  development  and  viability  of  pneu- 
mococci. The  corpuscles  at  ^the  same  time  were  laked.  By  the 
use  of  blood-agar  slants  it  has  been  found  possible  to  preserve  a 
moderate  degree  of  virulence  as  long  as  250  days,  and  in  two 
instances  a  very  high  degree  of  virulence  for  149  and  163  days. 
(In  preparing  blood  agar  plain  agar  preserves  both  vitality  and 
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virulence  better  than  glycerin  agar.)  The  tubes  were  kept  in  the 
incubator  at  37  °C.,  and  drying  was  prevented  by  sealing  with  a 
sterile  rubber  cap  the  mouth  of  the  tube  after  sterilizing  in  the 
flame.  It  is  a  well-known  fact  that  the  pneumococcus  dies  upon 
ordinary  laboratory  media  in  a  very  short  time,  and  that  even 
when  transplanted  frequently,  and  in  this  way  kept  viable,  it  loses 
its  virulence  very  soon.  The  difference  in  the  effect  of  ordinary 
glycerin  agar  and  blood  agar  upon  the  pneumococcus  is  well 
brought  out  in  the  following  experiments:  A  pneumococcus  of 
standard  virulence  kept  on  blood  agar  was  inoculated  on  the  sur- 
faces of  three  glycerin-agar  and  three  blood-agar  slants,  which 
were  placed  in  the  incubator.  At  the  end  of  twenty-four,  forty- 
eight,  and  ninety-six  hours,  resi)ectively,  rabbits  of  the  same 
weight  were  inoculated  intraperitoneally.  In  each  instance  one 
rabbit  was  inoculated  with  pneumococci  from  the  glycerin-agar 
and  one  with  cocci  from  the  blood-agar  slant.  The  twenty-four- 
hour-old  cultures  produced  death  within  twenty -four  hours  in  both 
rabbits.  After  forty-eight  and  ninety-six  hours  of  incubation, 
the  two  rabbits  receiving  the  pneumococcus  from  the  blood  agar 
died  promptly,  while  the  other  two,  receiving  the  pneumococcus 
from  the  glycerin  agar,  survived.  The  forty-eight-hour-old  cul- 
ture produced  some  reaction,  whereas  the  one  incubated  for  ninety- 
six  hours  seemed  not  to  affect  the  animal.  Experiments  like  these 
lead  one  to  believe  that  the  conclusions  drawn  by  numerous  inves- 
tigators upon  the  virulence  or  non-virulence  of  the  pneumococcus, 
after  having  been  grown  on  ordinary  artificial  media,  are  often 
erroneous  and  untrustworthy.  Hence  I  would  urge  most  emphati- 
cally, as  Washbourn  does,  the  use  of  blood  agar,  or  other  blood- 
containing  media,  in  all  investigations  with  the  pneumococcus 
where,  as  is  usual,  a  standard  of  virulence  is  indis{)ensable  for 
reliable  results. 

To  determine  further  the  influence  of  blood  on  pneumococci, 
parallel  blood  cultures  were  made  in  the  following  dilutions: 
1 :  200,  1 :  100,  and  1 : 8.  Positive  results  were  obtained  in  every 
instance  of  the  1:8  dilution,  even  when  no  pneumococci  developed 
in  the  higher  dilutions.  This  was  constant  with  no  exception. 
Now  the  chief  difference  between  Prochaska's  method,  with  uni- 


Digitized  by 


Google 


Pneumonia  and  Pnedmo<x)CCUs  Infections  297 

formly  positive  results,  and  that  of  Cole  was  that  the  former  used 
rather  high  concentrations  of  blood,  and  the  latter  rather  high 
dilutions.  The  higher  percentage  of  negative  results  in  the  early 
cases  in  this  series,  using  higher  dilutions  than  in  the  later  cases, 
and  the  high  total  percentage  of  negative  cases  in  Cole's  series,  I 
believe,  can  be  attributed  to  this  fact.  Further,  in  a  number  of 
cases  growths  were  obtained  in  pure  pneumonic  blood,  when  the 
cultures  on  bouillon  and  milk  remained  sterile.  Case  No.  116 
showed  this  particularly  well.  The  blood  that  was  left  after 
making  the  inoculations  was  defibrinated  and  placed  in  the  ice- 
chest.  Two  weeks  later  a  number  of  plates  were  made  with  blood 
agar,  and  there  now  developed  in  this  medium  an  average  of  850 
colonies  to  the  drop  of  blood.  Whether  there  was  any  growth  in 
the  blood  or  not  is  diflScult  to  say,  yet  it  certainly  shows  that  the 
blood  drawn  from  a  pneumonic  patient,  possessed  no  bactericidal 
properties  over  the  pneumococcus ;  and  it  also  shows  again  that 
to  conclude  that  pneumococci  are  absent  in  the  blood  because  we 
fail  to  grow  them  on  artificial  media  is  incorrect.  Further,  by 
numerical  determinations  it  has  been  shown  that  the  pneumo- 
coccus multiplies  rapidly  when  inoculated  into  fresh  normal  and 
pneumonic  blood,  so  that  blood  in  the  medium,  instead  of  having 
a  bactericidal  efifect  on  the  pneumococcus,  distinctly  favors  its 
growth. 

Has  normal  and  pneumonic  human  serum  any  bactericidal 
action  upoji  the  pneumococcus?  Behring  found  none;  and  the 
following  reasons  lead  one  to  believe  that  such  is  the  case:  (1) 
Normal  and  pneumonic  serum,  especially  when  diluted  with  equal 
parts  or  more  of  bouillon,  form  a  most  excellent  culture  medium 
for  the  pneumococcus,  growth  being  constantly  more  abundant 
than  in  bouillon  only.  The  viability  is  increased  if  at  the  bottom 
of  the  tube  blood  corpuscles  are  present.  (2)  Living  pneumo- 
cocci in  pneumonic  serum  survive  for  seventy-nine  days  when 
kept  at  3  °  C.  —  a  temperature  to  which  the  pneumococcus  is  other- 
wise very  sensitive.  (3)  In  Table  III  it  is  shown,  by  actual 
numerical  determinations  by  the  use  of  blood-agar  plates,  that 
normal  human  serum  and  blood  and  pneumonic  serum  appear  to 
have  no  bactericidal  power  whatsoever  over  the  pneumococcus. 
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The  age  of  the  sera  in  these  tests  varied  up  to  twenty-four 
hours,  and  it  was  found  that  preserving  the  serum  for  twenty -four 
hours  makes  no  diflference.  One-half  c.c.  of  serum  in  each 
instance  was  inoculated  with  one  loop  of  the  water  of  condensation 
from  blood-agar  slants  inoculated  with  the  pneumococcus.  After 
incubation  (37  °  C.)  for  the  difiPerent  periods  indicated  in  Table  III, 
one  loop  was  plated  in  blood  agar  and  a  careful  count  made  of 
the  number  of  colonies  that  developed.  Blood-agar  plates  have 
the  following  advantages:     (1)  Owing  to  the  small  size  and  the 

TABLE  III. 

Effect  of   Normal    Human    and   Pneumonic  Serum  and  Blood  upon  the 

Pneumococcus. 


Serum 

Pneiiino- 
coccus 

Immedi- 
ately 

3  Hours 

5  Hours 

24  Hours 

48  Hours 

Normal  serum  W 

R49 

100 

180 

250 

15,860 

18,200 

Normal  serum  -W 

116 

48 

260 

480 

1,000 

4.500 

Normal  serum   D 

X239 

12,180 

7,385 

13,350 

2,206 

4,690 

Normal  serum  D 

42 

11,180 

20,520 

22.400 

00 

4,340 

Normal  serum  D 

116 

200 

510 

7,700 

00 

7,200 

Normal  serum  D 

69 

4,480 

8,400 

00 

00 

Normal  serum    S 

1,386 

1.004 

1,824 

3,684 

40,000 

Normal  serum    S 

R466 

848 

1,368 

1,824 

10,456 

Normal  serum    S 

46 

4,856 

18,414 

55,242 

00 

Normal  serum  H 

1,386 

840 

2,268 

17,995 

00 

Normal  serum  H 

R466 

912 

1,386 

7,824 

00 

Normal  serum  H 

47 

16,800 

29,127 

00 

00 

Normal  serum   A 

1,386 

2,144 

9,800 

14,120 

00 

Normal  blood    D 

41 

50 

432 

168 

12,600 

Normal  blood     S 

R46i) 

4.848 

18,414 

55,414 

00. 

Normal  blood     H 

R466. 

6,912- 

32,352 

GO 

00 

Pneu.  serum    116* 

1,386 

1,440 

5,720 

6,590 

00 

Pneu.  serum    116 

41 

108 

5,720 

10,450 

00 

Pneu.  serum    llTt 

R49 

1,360 

1,540 

1,470 

00 

'4,266 

Pneu.  serum    117 

X239 

3,570 

7,385 

9,860 

14,000 

7,280 

Pneu.  serum    117 

42 

11,040 

1.5,000 

00' 

11,340 

5,390 

Pneu.  serum    11 7J 

R49 

140 

280 

00 

00 

4,270 

Pneu.  serum    117 

116 

66 

33 

78 

.280 

13,700 

Pneu.  serum    117 

X239 

12,600 

16,280 

21,160 

5,775 

6,a30 

Pneu.  serum    117 

69 

7,280 

7,560 

00 

00 

Rabbit's  blood  43 

46& 

6,200 

14,722 

00 

00 

Rabbit's  serum  43 

42 

7,392 

00 

00 

Controls  milk 

1,386 

8,000 

10,880 

00 

00 

Controls  milk 

41 

41 

100 

776 

00 

♦Blood  was  drawn  on  the  day  before  crisis  with  a  leucocytosis  of  17,1^. 
t  Blood  was  drawn  on  the  day  before  crisis  with  a  leucocytosis  of  12,460. 
X  Blood  was  drawn  on  the  day  of  crisis  with  a  leucocytosis  of  12,000. 
00  Stands  for  innumerable. 


Digitized  by 


Google 


Pneumonia  and  Pneumoooccus  Infections  299 

transparency  of  the  colonies  of  the  pneumococcus,  their  recogni- 
tion on  plain  or  glycerin-agar  plates  is  made  very  difficult ;  this 
is  removed  to  a  large  degree  because  upon  this  medium  the 
colonies  not  only  grow  somewhat  larger,  but  have  a  decided 
greenish  color.  (2)  Careful  controls  with  glycerin  agar  show 
that  upon  the  blood  medium  there  constantly  develop  a  larger 
number  of  pneumococci,  and  thus  by  its  use  we  obtain  a  more 
accurate  knowledge  of  the  number  of  viable  cells  present.  (3) 
This  medium  affords  the  opportunity  at  the  same  time  to  study 
the  hemolytic  effect  of  the  pneumococcus,  and  it  has  been  found 
that  highly  virulent  pneumococci  (such  as  have  been  passed 
through  a  series  of  rabbits)  possess  a  greater  power  of  hemoly- 
sis than  do  those  of  a  lower  degree  of  virulence,  and  that  the 
pneumococcus  when  grown  in  the  serum,  both  natural  and  pneu- 
monic, soon  loses  its  hemolytic  power.  The  diminution  in  the 
number  of  colonies  which  occurs  after  forty-eight  hours'  incuba- 
tion is  clearly  due  to  exhaustion,  and  not  to  a  bactericidal  effect; 
for,  where  the  number  of  micro-organisms  was  small  in  the  begin- 
ning, and  hence  the  development  rather  more  slow,  this  diminu- 
tion is  not  noticed,  but  a  continued  multiplication  instead. 

The  pneumonic  sera  were  carefully  controlled  in  .every  instance 
with  normal  sera  from  different  individuals.  It  has  been  found 
that,  while  there  is  no  difference  in  the  rapidity  with  which  devel- 
opment of  pneumococci  occurs,  nor  with  the  rapidity  of  the  death 
of  the  cocci  later,  there  is  this  difference  that  there  results  early 
a  marked  turbidity,  and  later  an  abundant  precipitate,  together 
with  agglutination,  in  the  pneumonic  serum,  whereas  the  normal 
serum  remains  practically  clear,  containing,  however,  equally 
many  cells.  This  marked  turbidity  and  precipitation  in  pneu- 
monic serum  has  led  to  the  erroneous  conclusion,  by  a  number  of 
investigators,  that  it  was  due  to  an  enormously  rapid  multiplica- 
tion of  pneumococci. 

V.     AGGLUTINATION   OF   THE    PNEUMOCOCCUS. 

The  pneumococcus  when  cultivated  in.  the  sera,  as  well  as 
when  injected  into  the  body,  of  susceptible  animals,  appears  in 
typical  diplococcus  forms,  and  occasionally  in  very  short  chains. 
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In  the  sera  of  less  susceptible  animals — i.  e,,  the  dog,  cat,  or 
horse — Knise  and  Pansini  noted  the  tendency  of  the  organism 
to  grow  in  chains  and  bunches.  Wadsworth,  however,  very 
recently  states  that  he  has  been  unable  to  confirm  their  findings. 
Metchnikoff  first  observed  the  tendency  toward  chain  formation 
in  the  serum  of  immunized  rabbits.  Later  Arkharow,  Issaef, 
Mosney,  Washbourn,  and  others  noted  that  this  tendency  to  the 
formation  of  chains  and  bunches  in  the  serum  of  immunized  ani- 
mals was  associated  with  what  seemed  to  be  definite  evidences  of 
degeneration  of  the  organisms,  and  believed  it  to  be  closely 
related  to  the  degree  of  immunization.  Bensan^on  and  Griffon 
considered  the  growth  in  clumps  and  chains  in  the  sera  of  spe- 
cially immunized  animals  so  marked  and  characteristic  that  they 
described  it  as  agglutination;  they  were  the  first  observers  to 
apply  this  reaction  to  human  sera  from  croupous  pneumonia  and 
other  pneumococcus  infections.  Their  method  consisted  in  inocu- 
lating 1-2  c.c.  of  undiluted  serum  with  pneumococci,  and  observ- 
ing the  growth  at  the  end  of  twenty-four  hours.  If  the  reaction 
was  positive,  the  bottom  of  the  test-tube  would  show  a  membrane 
or  a  gelatinous  mass  composed  of  clumps  and  chains  of  pneumo- 
cocci. They  were  rarely  able  to  obtain  agglutination  before  the 
day  of  crisis,  and  they  found  the  agglutinating  substance  to 
diminish  rapidly  thereafter. 

Neufeld  later  studied  the  agglutinating  action  of  the  serum  of 
immunized  animals  on  pneumococcus- bouillon  cultures.  He  used 
various  dilutions  up  to  1 :  50,  and  was  the  first  observer  to  note 
agglutination  of  pneumococci  microscopically  and  macroscopically 
by  the  usual  method.  He  emphasized  the  importance  of  using 
fresh  serum,  and  found  that  agglutination  took  place  in  from  one- 
fourth  to  one-half  hour.  Pneumococcus  agglutination  was  studied 
by  Huber,  Daddi,  and  Pesci,  and  recently  by  Wadsworth,  who 
has  devised  a  new  technic,  which  he  believes  is  more  reliable  and 
delicate  than  the  methods  hitherto  employed.  In  this  work  the 
reaction  of  blood  serum  from  case^  of  croupous  pneumonia  or 
other  pneumococcus  infection  was  exclusively  studied.  For  the 
controls,  which  were  carefully  made  in  every  instance,  normal 
human  serum  was  used.     Both   the   method  of  Bensan^on  and 
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Grififon,  but  using  various  dilutions  of  serum  (as  high  as  1 :  50), 
and  that  of  Neufeld  were  employed.  And  while  the  latter  is 
no  more  delicate,  it  has  the  advantage  that  (1)  results  can  be 
obtained  in  a  shorter  period ;  the  process  being  complete  in  from 
one-half  to  several  hours;  (2)  the  microscopical  changes  in  the 
process  can  be  more  easily  watched;  and  (3)  it  eliminates  practi- 
cally the  rapid  growth  of  organisms  which  occasionally  seems  to 
occur,  especially  in  the  sera  in  which  the  complement  has  been 
destroyed,  either  by  heat  or  age.  It  has,  however,  the  decided 
disadvantage  that  it  is  often  diflScult  to  get  a  concentrated 
bouillon  culture  of  pneumococci. 

After  twelve  to  twenty-four  hours'  incubation  in  the  former 
method,  and  earlier  in  the  latter,  the  liquid  becomes  perfectly 
clear,  and  the  growth  forms  a  membrane  or  a  gelatinous  mass  at 
the  bottom  of  the  tube,  which  does  not  readily  mix  with  the  clear 
serum  upon  shaking,  especially  if  the  agglutination  is  marked. 
When  the  reaction  is  more  feeble,  and  in  the  higher  dilutions,  a 
whitish,  flocculent  precipitate  is  thrown  down.  This  readily 
mixes  with  the  overlying  liquid,  which  is  usually  more  or  less 
turbid.  The  sediment  in  each  instance  is  early  composed  of 
swollen  diplococci,  single,  in  long  chains  or  bunches,  and  late  of 
a  highly  refractive,  nonstaining,  granular  substance. 

When  equal  quantities  of  agglutinating  pneumonic  serum  and 
pneumococcus  bouillon  culture  are  placed  in  the  hanging  drop, 
the  single  cocci  swell  to  twice  and  three  times  their  normal  size; 
the  opposing  ends  become  flattened,  their  outline  indistinct,  and 
the  cells  homogeneous.  In  the  center  of  each  coccus  is  seen  a 
very  small,  round,  highly  refractive  spot.  Long  chains  and 
clumps  are  often  seen.  Ultimately  they  lose  their  aflSnity  for 
the  ordinary  stains,  as  Neufeld  has  shown.  These  changes  were 
further  studied  by  the  use  of  the  capsular  stains  recommended  by 
Welch,  Hiss,  and  Boni.  Frequently  empty  capsules  and  what 
appeared  as  degenerated  fragments  of  cells  in  capsules,  in  clumps 
or  single,  were  seen.  Capsules  of  enormous  size  are  often  demon- 
strable early  in  the  process.  This  entire  picture  gives  the  impres- 
sion of  a  rapid  lysis  or  degeneration.  In  short,  the  changes 
observed  appear  to  be  identical  with   those  described,  first  by 
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Radziewsky  in  the  subcutaneous  tissue  of  the  rabbit,  and  later  by 
Neufeld  in  his  study  of  the  Pfeiffer  phenomenon  with  the  pneu- 
mococcus.  However  much  this  process  appears  as  a  rapid 
destruction  and  death  of  the  cells,  the  following  reasons  would 
lead  one  to  believe  that  this  is  only  apparent  and  not  real : 

1.  Neufeld  has  shown  that  dead  pneumococci  agglutinate 
equally  as  well  as  the  living  organisms,  and  that  by  simply  heat- 
ing almost  to  boiling  the  cocci  forming  the  agglutinated  masses 
in  which  no  organisms  can  be  distinguished  again  take  on  nor- 
mal shape  and  outline.  Their  affinity  for  the  ordinary  stains 
also  returns. 

2.  I  was  able  .repeatedly  to  grow  the  organisms  from  the 
masses  agglutinated  most  perfectly,  in  which  no  organisms  could 
be  demonstrated  in  stained  preparations,  almost  as  well  as  from 
the  controls  in  which  organisms  were  abundant.  Living  organ- 
isms were  demonstrated  as  long  as  twenty-five  days  after  the 
agglutination  tests  were  made.  Further,  agglutinated  and  sup- 
posedly dead  pneumococci  were  found  to  be  virulent  to  rabbits  in 
a  number  of  cases,  the  pneumococcus  being  isolated  in  pure 
culture  from  the  rabbit's  blood  after  death  in  each  instance. 

3.  Further,  by  the  use  of  the  plate  method  with  blood  agar,  I 
have  been  able  to  show  that  the  development  of  the  organisms 
and  their  death  coincide  very  closely  indeed  when  grown  in  nor- 
mal serum,  which  remains  practically  clear,  and  when  grown  in 
pneumonic  serum,  in  which  there  is  an  early  agglutination  and 
later  an  abundant  sediment.  Hence  the  conclusion  drawn  by  a 
number  of  investigators,  based  upon  the  microscopic  picture,  that 
this  granular  substance  is  the  result  entirely  of  a  rapid  lysis  of 
pneumococcus  cells,  is  probably  incorrect.  (See  section  on  the 
production  of  acid  by  the  growth  of  pneumococci  in  pneumonic 
serum.) 

Rcsiilta. — In  the  total  number  of  200  tests  the  serum  from 
96  cases  of  pneumonia  and  55  strains  of  pneumococci  were  used. 
In  the  main,  the  results  of  the  previous  investigators  have  been 
confirmed.  The  serum  on  the  second  day  in  one  case  showed 
distinct  agglutinative  properties,  agglutinating  its  own  and,  more 
feebly,  other  pneumococci.     Agglutination  grows  more  marked 
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as  crisis  is  reached,  and  diminishes  gradually  thereafter.  The 
serum  of  one  case  showed  rather  marked  agglutinative  power 
three  weeks  after  crisis.  This  case  later  developed  empyema, 
which  was  found  to  be  due  to  the  pneumococcus. 

Aging  the  serum,  both  on  ice  and  at  room  temperatures, 
diminishes  its  powers  of  agglutination,  but  my  results  do  not 
show  the  rapid  diminution  spoken  of  by  Neufeld.  Marked  agglu- 
tinating properties  were  found  several  times  as  late  as  thirty  days 
after  the  serum  was  drawn.  Bensan^on  and  Griffon  have  found 
that  occasionally  pneumonic  serum  agglutinated  only  pneumo- 
cocci  derived  from  the  same  patient.  While ,  pneumococci  and 
serum  from  the  same  patient  agglutinate  most  perfectly,  yet  in 
no  instance  did  I  fail  to  obtain  agglutination  with  pneumococci 
of  different  strain.  The  highest  dilutions  at  which  agglutinations 
could  be  obtained  were  1 :  40  or  1 :  50.  The  agglutinin  seems  to 
be  as  abundant  in  the  serum  obtained  by  allowing  the  blood  to 
clot  as  in  that  obtained  by  immediate  defibrination  and  centrifu- 
galization. 

After  a  careful  analysis  of  my  results,  I  am  unable  to  establish 
any  constant  difference  in  the  degree  of  agglutination  in  the  sera 
of  the  fatal  and  non- fatal  cases. 

Owing  to  the  almost  uniformly  positive  results  of  the  blood 
cultures,  I  am  unable  to  state  definitely  whether  or  not  there  exists 
any  constant  relation  between  the  presence  of  the  organisms  in 
the  blood  and  the  abundance  of  the  agglutinin.  Nor  has  it  been 
possible  to  establish  any  definite  relation  between  the  abundance 
of  the  agglutinin  and  the  height  of  the  leucocytosis.  In  a 
number  of  instances  where  there  was  a  high  leucocyte  count  the 
serum  possessed  strong  agglutinating  properties.  However,  the 
sera  in  three  of  the  cases  (Nos.  55,  35,  and  24),  in  which  the 
organisms  failed  to  grow  in  cultures,  showed  definite  agglutina- 
tion. Yet  in  smears  from  the  blood  the  organisms  were  demon- 
strable. The  serum  from  two  cases  of  epidemic  cerebrospinal 
meningitis  had  no  agglutinative  power  over  pneumococci,  but 
did  agglutinate  the  diplococcus  intracellularis.  Erysipelas  serum 
was  found  to  agglutinate  the  pneumococcus  in  dilution  below 
1 :  20  only. 
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vi.    the  production  of  acid  by  the  growth  of  pneumococci 
in  pneumonic  serum. 

Pneumococci  grow  equally  well  in  normal  and  pneumonic  serum 
(Table  III).  In  the  former  it  produces  scarcely  any  appreciable 
precipitate,  while  in  the  latter  a  voluminous  sediment  appears, 
often  comprising  at  the  end  of  forty-eight  hours  one-half  of  the 
serum  in  the  test-tube.  This  precipitation  is  a  distinct  reaction, 
and  has  apparently  nothing  to  do  with  the  agglutination  which 
occurs  very  early.  That  this  voluminous  sediment  is  the  result  of 
an  exceedingly  rapid  growth  and  death  of  the  pneumococci,  as  the 
picture  under  the  microscope  suggests,  and  as  Neufeld,  Wads- 
worth,  and  others  would  lead  us  to  believe,  seems  unlikely, 
because  by  the  plate  method  I  have  shown  that  the  development 
and  death  of  the  cells  in  this  serum  follow  the  same  course 
exactly,  as  in  normal  serum.  Furthermore,  both  Neufeld  and 
Wadsworth  obtained  similar  precipitates  by  adding  serum  of  ani- 
mals immunized  against  pneumococci  to  culture  fluids  and  to 
pneumococcal  suspensions  in  salt  solution  from  both  of  which  the 
cocci  had  been  removed. 

In  trying  to  determine  to  what  the  precipitation  so  constantly 
observed  in  pneumonic  sera  might  be  due,  the  reactions  of  the 
sera  were  taken  at  intervals  after  inoculation  with  the  pneumo- 
coccus,  and  it  was  found  that  the  growth  of  the  pneumococcus  in 
pneumonic  serum  results  in  the  production  of  a  marked  acid  reac- 
tion (Table  IV),  while  in  normal  serum  the  reaction  remains  alka- 
line. This  has  proved  to  be  constant.  The  reaction  as  a  routine 
was  tested  by  means  of  a  platinum  loop  and  a  good  quality  of 
litmus  paper.  Accurate  titrations  have  been  made  often  enough 
to  prove  the  eflSciency  of  litmus  paper  as  an  indicator.  The 
acidity  ranged  from  1  to  2.3  per  cent,  to  litmus,  and  as  high  as  3 
per  cent,  to  phenolphthalein.  The  acidity  develops  rapidly  and 
in  direct  proportion  to  the  rapidity  of  growth.  It  is  usually  quite 
marked  after  eighteen  hours'  incubation,  increasing  until  living 
micro-organisms  are  no  longer  demonstrable ;  after  this  time  the 
reaction  does  not  change.  The  pneumonic  sera  tested  in  this  way 
were  obtained  in  all  stages  of  the  disease  from  the  third  day  to 
one  day  after  crisis.     No  attempt  has  been  made  to  isolate  the 
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acids  other  than  to  determine  that  lactic  acid  is  present.  Fil- 
tering pneumonic  semm  through  porcelain  filters  does  not  remove 
the  substance  or  substances  upon  which  the  acid  production 
depends,  while  dialysis  does.  By  growing  the  pneumococcus  in 
dialyzed  pneumonia  serum,  the  reaction  remains  unchanged. 
Keeping  the  semm  in  the  ice-chest  for  as  long  as  forty-three 
days  does  not  change  the  property  of  acid  production  when  pneu- 
mococci  are  inoculated.  Heating  pneumonic  semm  to  56°  and 
60°  for  one-half  hgur  delayed  and  diminished  the  acid  production 
in  all  of  fifteen  sera  so  tested,  while  in  five  no  acid  appeared.  The 
presence  of  red  blood  corpuscles  in  the  serum  does  not  seem  to 
modify  the  production  of  acid. 

That  the  precipitate  constantly  observed  when  pneumococci 
grow  in  pneumonic  sera  is  due  to  the  production  of  acids  is  proba- 
bly true,  for  the  following  reasons: 

1.  Precipitation  is  proportional  to  the  degree  of  acidity  present. 

2.  It  is  absent  in  heated  serum  when  the  reaction   remains 

alkaline. 

TABLE  IV. 

The  Production  of  Asid  by  Growth  of  Pneumococcus  in 
Pneumonic  Serum. 


ss 

Reaction 

Nature  of  Serum 

ISHrs. 

48Hrs. 

60Hrs. 

84Hrs. 

Alk 

N. 
1 

2 
4 

Ac. 
28 

Alk 

N. 

1 

4 

.. 

Ac. 
31 

3 
6 

"i 

5 
4 

Alk 

28 
2 
3 

4 

N. 
4 

Ac. 
32 

4 
6 

i 

5 

Alk 

28 
2 
3 

4 

N. 
4 

Ac. 

Pneumonia 

32     3 

3?. 

Normal 

28 

6 

9 
4 
1 
5 

4 

28 
4 

7 

"i 

4 

^SK 

Pneumonic — heated  to  60^* 
for  30  minutes 

O 

2 
5 

3 
3 

4 

4 

Pneumonic — heated  lo  56 ' 
for  30  minutes 

C. 

6 

Pneumonic  —  dialyzed. ...... 

Pneumonic  —  filtered 

1 

Scarlet  fever 

5 

Scarlet  fever — heated  to  56° 
C.  for  30  minutes 

Note.— As  a  rule,  0.5  c.c.  of  serum  was  inoculated  with  pneumococci.  Blood-a^ar  plate 
cultures  were  made  with  fixed  quantities  immediately,  after  eighteen  hours,  and  after 
forty-eiffht  hours,  and  the  colonies  counted.  The  number  of  colonies  increased  and 
decreased  in  all  sera  in  the  same  manner  as  is  shown  in  Table  III.  The  pneumococci 
did  not  die  out  more  rapidly  as  the  acid  reaction  appeared  in  pneumonic  and  scarlet  fever 
serum  than  in  the  normal  and  the  heated  sera. 
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3.  A  similar  precipitate  is  produced  by  the  addition  of  an 
organic  acid  to  the  culture  in  normal  serum  and  in  heated  pneu- 
monic serum. 

4.  By  restoring  the  original  alkalinity  of  the  mixture  a  con- 
siderable amount  of  the  precipitate  is  dissolved. 

I  have  found  also  that  pneumococci  produce  acids  in  the  serum 
of  patients  in  other  febrile  diseases  than  pneumonia,  especially  in 
scarlet  fever.  Here  it  also  produces  a  sediment  similar  to  that 
obtained  in  pneumonic  serum,  but  not  so  abun4ant.  Here  too  the 
pneumococcus  may  be  agglutinated. 

Numerous  experiments  have  been  made  to  test  the  reaction  of 
normal  human  serum  in  which  pneumococci  were  grown.  A  large 
number  of  different  strains  of  pneumococci  were  used.  In  every 
case  the  reaction  which  was  tested  at  the  end  of  eighteen,  twenty- 
eight,  sixty,  and  eighty-four  hours  after  inoculation  remained 
alkaline.  In  order  to  determine  definitely  that  actual  growth 
took  place,  colonies  were  counted  immediately,  at  the  end  of 
eighteen,  and  after  forty-eight  hours,  the  results  in  this  respect 
corresponding  closely  to  those  given  already  in  the  tables. 

Streptococci  do  not  produce  any  change  in  reaction  wh^en  grown 
in  pneumonic  serum.  The  same  is  also  true  of  staphylococcus 
aureus. 

.  The  production  of  acids  by  the  growth  in  the  test-tube  of 
pneumococcus  in  the  serum  of  pneumonia  patients  naturally  leads 
one  to  raise  the  question  whether  this  does  not  also  occur  in  the 
consolidated  lung  and  in  the  blood  of  patients.  This  is  not 
improbable  in  view  of  the  facts  that  when  the  pneumococcus  is 
grown  in  extracts  of  consolidated  lungs  it  produces  acids,  and 
that  late  in  fatal  cases  of  pneumonia  there  is  a  diminished  alka- 
linity of  the  blood  (von  Jacksch).  Perhaps  some  of  the  toxic 
symptoms  in  pneumonia  are  due  to  acid  intoxication.  If  this  is 
so,  it  would  explain  the  good  results  reported  by  some  from  the 
administration  of  alkalinizing  agents.  Unfortunately  I  have  not 
had  the  opportunity  to  study  carefully  the  time  of  appearance 
and  disappearance  of  the  acid  producing  power  of  pneumonic 
serum,  and  important  questions  such  as  its  possible  relations  to 
crisis,  must  be  left  for  future  consideration. 
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vii.    hemolysis  in  fatal  pneumococcus  infections  of  rabbits. 

In  the  course  of  my  expeiiments  attention  became  directed 
to  the  relatively  early  hemolysis  of  the  blood  invariably  present 
in  rabbits  dead  from  a  rapidly  fatal  dose  of  the  pneumococcus. 
Other  rabbits  dead  from  other  causes  than  infection,  such  as  trau- 
matism, hemorrhage,  chloroform,  and  ether  anesthesia,  did  not 
show  this.  The  blood  was  carefully  drawn  into  small  pipettes, 
the  end  sealed,  and  immediately  centrifugated  to  separate  the  cor- 
puscles from  the  serum.  To  be  able  to  express  in  percentages  the 
degree  of  hemolysis  present,  an  arbitrary  colorimetric  scale  of 
solutions  of  carmine  in  sealed  pipettes  of  the  same  diameter  was 
constructed.  That  post-mortem  hemolysis  in  general  is  mostly 
due  to  the  growth  of  micro-organisms  seems  likely,  because  in 
animals  dead  from  traumatism  there  is  practically  no  solution  of 
the  corpuscles  as  long  as  the  blood  is  sterile,  but  as  soon  as  the 
blood  becomes  invaded  by  bacteria,  hemolysis  rapidly  increases. 
That  the  hemolysis  of  the  blood  in  pneumococcus  infection  of 
rabbits  is  probably  due,  wholly  or  in  part,  to  the  action  of  pneumo- 
cocci  seems  likely  for  various  reasons.  In  a  number  of  animals 
there  was  a  slight  hemolysis  shortly  before  death,  while  the  blood 
was  crowded  with  pneumococci.  The  pneumococcus,  especially 
when  highly  virulent,  produces  an  appreciable  zone  of  hemolysis 
(which  is  always  greenish  in  color)  around  the  colonies  on  blood 
agar.  (It  may  be  of  interest  to  note  here  that  the  surface 
colonies  produce  a  greater  degree  of  hemolysis  than  do  the  deep 
colonies;  indeed,  it  is  frequently  absent  in  the  latter,  just  as  if 
oxygen  were  necessary  to  produce  this  phenomenon.) 

When  rabbit's  blood  is  inoculated  with  pneumococci  in  the 
test-tube,  the  increase  of  hemolysis  seems  to  run  hand  in  hand 
with  the  increase  of  the  pneumococci.  This  is  shown  by  the  plate 
method  in  the  following  experiment,,  re|)eated  a  number  of  times: 
Three  test-tubes,  each  containing  1  c.c.  of  rabbit's  blood,  were 
taken,  one  used  as  a  control,  and  the  other  two  inoculated  with 
a  large  number  of  highly  virulent  pneumococci.  One  of  these, 
with  the  control,  was  placed  in  the  incubator,  and  the  other  one 
in  the  ice-chest.  At  the  end  of  twenty-four  hours  the  tube  in  the 
incubator  containing  the  pneumococcus  showed  a  high  degree  of 
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hemolysis  and  multiplication  of  pneumococci,  while  the  one  in  the 
ice-chest,  where  the  number  of  pneumococci  remained  stationary, 
showed  no  hemolysis.  The  heat  of  the  incubator  alone  seems  to 
produce  only  a  slight  hemolysis,  as  shown  in  the  control.  Again, 
similar  experiments  with  the  blood  of  rabbits,  dead  from  the 
pneumococcus  infection,  and  crowded  with  pneumococci,  show 
that  the  hemolysis  increases  rapidly  in  the  incubator,  while  the 
pneumococci  rapidly  decrease  in  number,  just  as  if  their  disinte- 
gration liberated  a  hemolytic  substance.  Where  the  blood  is  put 
in  the  ice-chest,  the  hemolysis,  instead  of  remaining  the  same  as 
in  the  former  instance,  shows  some  increase.  In  some  cases,  as  the 
hemolysis  increased,  the  plates  showed  a  diminution  of  the  num- 
ber of  cocci. 

These  observations  led  me  to  test  the  hemolytic  properties  of 
various  filtrates  of  a  highly  virulent  pneumococcus.  Filtrates 
obtained  from  bouillon  and  milk  cultures  incubated  for  from 
twenty-four  hours  to  several  days,  and  from  cultures  in  heated 
(56°  for  thirty  minutes)  and  unheated  human  serum,  and  in  equal 
parts  of  heated  human  and  rabbit's  serum,  showed  no  hemolysis. 

The  filtrates  of  infected  rabbit's  blood,  incubated  for  twenty- 
four  hours,  caused  distinct  hemolysis  of  fresh  washed  rabbit  cor- 
puscles in  two  instances,  and  a  trace  in  the  third.  This  power 
was  destroyed  by  heating  to  56°  C.  for  thirty  minutes. 

VIII.      DIFFERENTIATION  OF  PNEUMOCOCCI  AND  STREPTOCOCCI. 

Quite  independently  of  Schottmtlller's  recent  work,  I  have 
found  that  in  the  use  of  blood-agar  plates  we  have  a  seemingly 
reliable  and  simple  method  of  differentiating  pneumococci  from 
streptococci.  The  blood-agar  plates  were  prepared  by  mixing 
0.3-0.5  c.c.  of  sterile  defibrinated  blood  (rabbit  or  human)  to  the 
tube  containing  5  c.c  of  melted  plain  agar  cooled  to  45°  C;  it  is 
best  not  to  get  more  than  300  colonies  per  plate.  Upon  this 
medium  the  colonies  of  pneumococci  grow  larger,  are  themselves 
of  a  distinct  green  color,  and  are  surrounded  by  a  narrow  zone  in 
which  the  corpuscles  are  destroyed.  This  zone  is  never  clear  and 
transparent,  but  always  opaque  and  of  a  distinct  greenish  tinge. 
The  colonies  of  streptococci,  on  the  other  hand,  remain  small  and 
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grayish,  and  are  surrounded  by  a  perfectly  clear  transparent  zone 
of  hemolysis,  the  size  of  which  is  in  direct  proportion  to  their 
virulence.  Sixty-five  strains  of  pneumococci  have  been  tested. 
These  were  obtained  mostly  from  the  blood;  a  number  of  them 
came  from  the  consolidated  lung  and  from  the  sputum  of  pneu- 
monia patients.  The  results  outlined  above  were  constant  without 
exception. 

A  pneumococcus  whose  virulence  had  been  increased  to  such  a 
degree  that  the  intravenous  inoculation  of  1/1,000  of  a  loop  of 
broth  culture  caused  death  in  a  rabbit  in  twenty-four  hours  pro- 
duced a  wider  zone  of  hemolysis,  if  we  may  call  it  so,  than  did  the 
organisms  of  less  virulence,  but  even  here  the  zone  was  not  clear 
and  transparent. 

Thirty-five  strains  of  streptococci  have  been  tested.  For  most 
of  these  I  am  indebted  to  Dr.  Weaver  and  Dr.  Ruediger,  and  in 
every  instance  the  colonies  remained  small  and  surrounded  by  a 
well-marked  clear  zone  of  hemolysis.  My  results  are  therefore  in 
full  accord  with  those  previously  obtained  by  Schottmtlller. 

The  fact  that  pneumococci  produce  acid  reaction  in  pneumonic 
serum,  whereas  streptococci  do  not,  so  far  as  I  have  observed, 
may  be  mentioned  as  another  point  of  difference  between  these 
organisms. 

IX.      CONCLUSIONS. 

The  following  conclusions  are  believed  to  be  justifiable: 

1.  With  improved  technic,  using  for  inoculation  large  quanti- 
ties of  blood,  the  pneumococcus  can  be  recovered  in  practically 
all  cases  of  croupous  pneumonia,  and  in  obscure  cases  of  pneu- 
mococcus infection  blood  cultures  may  be  a  diagnostic  method  of 
positive  value. 

2.  Pneumococcemia  in  pneumonia  does  not  mean  an  especially 
unfavorable  prognosis,  and  is  to  be  regarded  here,  as  in  subcu- 
taneous pneumococcus  infections  of  the  rabbit,  not  as  an  espe- 
cially ominous  or  agonal  process,  but  rather  as  an  integral  part 
of  the  infection. 

3.  There  seems  to  be  a  diminution,  either  in  the  number  or 
viability,  or  both,  of  the  pneumococci  in  the  blood  at  the  time  of 
crisis. 
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4.  The  number  of  leucocytes  in  pneumonia  in  man  and  in 
the  pneumococcus  infection  of  the  rabbit  is  an  index  to  the  degree 
of  resistance,  and  the  leucocytes  probably  constitute  an  important 
factor  in  combating  the  infection.  The  clinical  observation  that 
a  high  leucocytosis  means  a  favorable  prognosis  irrespective  of  the 
presence  of  pneumococci  in  the  blood  is  undoubtedly  correct. 

5.  The  hypoleucocytosis  developing  upon  a  previous  hyperleu- 
cocytosis  during  the  course  of  many  fatal  cases  of  lobar  pneumonia 
(and  in  pneumococcus  infection  of  the  rabbit)  cannot  be  looked 
upon  as  due  to  the  entrance  of  the  pneumococcus  cells  into  the 
blood  stream,  but  probably  rather  as  the  result  of  an  exhaustion 
of  the  resisting  powers. 

6.  The  leucocytosis  may  be  incited,  at  least  in  part,  by  soluble 
substances  liberated  by  pneumococci. 

7.  It  was  not  possible  to  establish  any  appreciable  difference 
in  the  degree  of  virulence  of  the  pneumococcus  isolated  early  or 
late  in  the  course  of  the  disease,  nor  in  the  fatal  or  non-fatal  cases. 

8.  Fresh  normal  and  pneumonic  blood  and  serum  have  no  bac- 
tericidal influence  upon  the  pneumococcus.  Whatever  other  differ- 
ences they  may  have,  so  far  as  this  point  goes  the  serum  from 
pneumonia  patients  behaves  exactly  as  does  normal  serum. 

9.  The  interesting  question  whether  lobar  pneumonia  is  the 
primary  result  of  a  direct  local  infection  of  the  lung,  or  a  sec- 
ondary localization  of  a  primary  blood  invasion,  is  as  yet  hardly 
ripe  for  final  discussion,  but  that  the  latter  does  occur,  at  least  in 
some  instances,  is  not  altogether  unlikely. 

10.  Agglutination  of  the  pneumococcus  by  pneumonic  serum 
is  constant,  but  the  conclusion  drawn  by  certain  investigators  that 
the  voluminous  sediment  and  the  early  clouding  of  certain  immune 
sera  in  which  the  pneumococcus  is  cultivated  are  due  to  a  rapid 
lysis  of  the  cocci  seems  incorrect.  It  seems  to  concern  a  precipi- 
tate the  result  of  acids  which  appear  when  pneumococci  are 
grown  in  pneumonic  serum. 

11.  The  production  of  acids  by  pneumococci  in  pneumonic 
serum  suggests  that  some  of  the  toxic  symptoms  of  pneumonia 
may  be  due  to  acid  intoxication.     This  needs  further  study. 
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12.  Since  the  viability  and  the  virulence  of  the  pneumococcus 
are  preserved  for  a  remarkably  long  period  u|)on  blood  agar,  we 
have  in  this  medium  an  important  aid  to  all  investigations  of  this 
micro-organism.  The  constituent  of  the  blood  which  has  this 
rather  remarkable  effect  is  probably  the  hemoglobin.  Blood- 
agar  plates  are  valuable  for  differentiation  of  pneumococci  and 
streptococci. 

13.  That  the  pneumococcus  by  its  growth  in  rabbits  pro- 
duces a  soluble  hemolysin  for  the  corpuscles  of  this  animal  is 
probably  true.  That  this  is  either  small  in  amount  or  unstable, 
or  both,  is  likely. 
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EPIDEMIC  aONORRHEAL  VULVO- VAGINITIS  IN 
YOUNa  aiRLS.* 

Joseph  Louis  Baer,  S.M. 
{From  the  Pathological  Laboratory  of  Rush  Medical  College^  Chicago.) 

The  occurrence  of  gonorrheal  vulvovaginitis  in  young  girls 
has  obtained  only  in  recent  years  the  recognition  to  which  its 
serious  consequences  entitle  it.  In  addition  to  the  numerous 
instances  in  which  the  infection  is  acquired  in  the  home  by  sleep- 
ing with  other  members  of  the  household,  there  are  cases  in  hos- 
pitals, asylums,  etc.,  in  which  the  development,  mode  of  infection, 
and  number  of  cases  justify  the  designation  "epidemic  vulvo- 
vaginitis." There  are  obvious  reasons  why  this  form  of  gonorrheal 
infection  has  not  become  widely  known. f 

The  earliest  record  I  have  been  able  to  find  in  which  the  sig- 
nificance of  these  manifestations  was  realized  is  that  of  Atkinson,* 
who  in  187S,  in  a  report  of  an  epidemic  among  six  young  girls  in 
a  dormitory  of  a  charitable  institution  in  Baltimore,  predicted  the 
discovery  of  an  infectious  principle  common  to  vulvovaginitis, 
purulent  ophthalmia,  and  ulcerative  stomatitis.  There  were  two 
or  three  cases  of  purulent  ophthalmia  in  the  dormitory,  and  the 
disease  was  probably  spread  by  improper  practices.  The  cases 
averaged  two  months  in  duration. 

The  epidemic  described  by  FraenkeP  in  1885,  affecting  sixty-two 
girls  in  the  Hamburg  hospital  and  lasting  for  four  years,  occurred 
at  a  time  when  there  was  still  considerable  discussion  concerning 
the  etiologic  relation  between  the  gonococcus  and  vulvovaginitis 
in  children.  On  account  of  the  few  complications,  Fraenkel 
believed  that  the  diplococcus  obtained  in  cover-glass  preparations 
and  cultures  from  these  cases  was  not  the  gonococcus  of  Neisser, 
but  a  closely  related  organism.     Conjunctivitis  appeared  in  only 

♦Received  for  publication  February  1, 1904. 

fin  reyiewing  the  literature,  a  number  of  articles  were  found  dealing  with  statistics 
gathered  from  dispensaries,  or  with  cases  admitted  to  hospitals  with  a  pre-existing  dis- 
charge ;  these  were  not  included  in  the  following  summary. 
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four  of  these  cases,  and  in  a  few  inoculation  experiments  made  by 
implanting  the  organism  upon  the  conjunctivae  of  three  practi- 
cally moribund  girls,  a  very  mild  inflammation  was  produced  in  one 
case,  and  in  the  others  death  occurred  before  results  were  noted. 
The  epidemic  was  confined  mainly  to  patients  with  scarlatina,  all 
of  whom  were  in  one  building,  although  cases  appeared  in  other 
and  separate  buildings.  The  mode  of  transmission  was  ascribed 
to  the  use  of  common  bath-tubs  and  closets. 

In  the  same  year  Czeri^  and  Lennander*  reported  epidemics 
and,  in  contrast  to  the  view  adopted  by  Fraenkel,  declared  posi- 
tively that  the  organisms  in  their  cases  were  gonococci.  The  first 
of  these  occurred  in  Buda-Pesth,  and  Czeri  found  the  organism 
by  cultures  in  all  of  the  twenty -six  cases  involved.  This  epidemic 
had  its  origin  in  the  admission  to  the  hospital  of  a  case  of  vulvo- 
vaginitis. The  infection  of  other  children  was  ascribed  to  con- 
taminated clothing  (bed-linen),  lavatories,  instruments,  bandages, 
and  to  mutual  contact.  A  nurse  in  charge  of  one  of  these  cases 
developed  a  purulent  ophthalmia  and  panophthalmitis,  for  which 
removal  of  the  eye  was  necessary.  The  cases  examined  by  Len- 
nander numbered  eighteen,  and-  the  epidemic  developed  in  the 
children's  hospital  in  Stockholm  from  the  admission  of  a  girl  with 
measles  who  also  had  a  vaginal  discharge. 

In  the  following  year  an  epidemic  occurred  in  the  Hebrew 
Orphans'  Home  in  New  York  city;^  thirty-five  girls  were 
affected,  and  eighteen  developed  purulent  ophthalmia.  Its  spread 
followed  the  introduction  of  four  girls  with  gonorrheal  vulvo- 
vaginitis. 

Following  the  admission  of  cases  of  vulvovaginitis  to  the 
children's  hospital  in  Heidelberg,  Dusch*  noted  the  development 
of  nine  other  cases,  one  in  1886  and  eight  in  1888. 

The  bacterial  nature  of  the  infection  was  not  so  definitely 
determined  in  the  epidemic  in  the  children's  hospital  of  Paris 
reported  by  Ollivier,^  although  it  undoubtedly  belongs  to  this 
category.  Fifteen  became  infected  following  the  entrance  of  two 
girls  with  vulvovaginitis. 

A  similar  absence  of  accurate  bacteriological  observations 
obtains  in  the  rejwrt  by  Suchard,*  in  1888,  of  two  epidemics 


Digitized  by 


Google 


Epidemic  Gonorrheal  Vulvo-Vaginitis  315 

occurring  in  a  hospital  at  Lavey,  where  hydrotherapy  was  prob- 
ably responsible  for  the  transmission.  In  each  epidemic  the 
infection  spread  among  a  group  of  patients  newly  arrived  from 
Paris  and  assigned  to  a  common  bath.  In  one  instance,  out  of 
thirteen  using  the  bath,  eleven  patients  (all  girls)  were  infected, 
those  escaping  being  a  boy,  and  a  woman  of  thirty;  in  the  other 
group  the  vulvovaginitis  was  discovered  in  all  of  the  twelve  girls 
using  a  freshly  cemented  bath. 

The  importance  of  public  baths  and  common  lavatory  utensils 
in  spreading  infection  is  well  shown  by  the  frequent  references  in 
the  literature  to  the  report  by  Skutsch"  of  an  extensive  epidemic 
of  gonorrheal  vulvo- vaginitis  in  Posen  in  1891.  Two  hundred 
and  thirty -six  cases  developed  among  girls  using  the  free  baths, 
and  many  suffered  from  a  complicating  purulent  ophthalmia. 
Boys  using  the  same  baths  escaped  the  infection. 

There  are  two  reports  in  1895:  one  by  Fischer*"  from  the 
children's  hospital  at  Altona,  in  which  forty  of  the  fifty-four  cases 
analyzed  were  instances  of  infection  in  the  hospital ;  the  other  a 
report  by  Weill  and  Barjon,"  in  which  careful  study  of  the  condi- 
tions led  to  the  assumption  that  the  infection  was  spread  by  the 
thermometer  used  to  take  the  temperatures  per  rectum.  Follow- 
ing appropriate  methods  of  disinfection  of  this  instrument,  the 
epidemic  promptly  ceased.  The  cases  in  this  epidemic  number 
twenty,  and  all  appeared  during  the  three  months  subsequent  to 
the  admission  of  a  girl  of  five  years  with  vulvovaginitis. 

A  second  epidemic  in  the  Hebrew  Orphans'  Home  in  New 
York  city,  affecting  sixty-five  girls,  occurred  in  189(>,  and  is 
reported  by  Sheffield.'*  All  the  cases  apj>eared  in  the  month  fol- 
lowing the  entrance  of  a  patient  with  gonorrheal  vulvovaginitis 
and  ophthalmia.  Transmission  was  attributed  to  the  custom 
which  prevailed  of  bathing  twenty  to  thirty  girls  in  one  large 
bath  simultaneously.  From  a  number  of  cases  growths  of  the 
gonococcus  were  obtained  on  serum-agar.  Of  complications, 
localized  peritonitis  developed  in  four  cases,  synovitis  of  the  ankle 
in  two,  and  ophthalmia  in  six. 

A  careful  review  of  the  cases  of  this  form  of  gonorrheal  infec- 
tion observed  in  the  children's  hospital  in  Zurich  between  the 
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years  1874  and  1895  has  been  made  by  M™  Skiba-Zaborowska." 
For  six  years  (1877-82)  the  disease  was  epidemic;  during  this 
period  fifty-one  cases  were  observed,  only  nine  of  which,  entering 
during  the  first  two  years,  were  diseased  at  the  time  of  entrance. 
During  subsequent  years,  beginning  in  1887,  the  isolation  of  all 
children  entering  with  a  vaginal  discharge  prevented  spread  of 
the  disease  among  resident  cases. 

Less  extensive  epidemics  have  been  reported  by  Cnopf "  from 
the  children's  hospital  of  Nuremberg  in  1898,  and  by  Koplik** 
from  New  York  in  1903.  The  ten  cases  observed  by  Cnopf  were 
infected  from  other  infants  with  ophthalmia,  and  a  similar  num- 
ber noted  by  Koplik  followed  directly  upon  the  admission  of  boys 
with  gonorrheal  proctitis.  In  discussing  the  modes  of  transmis- 
sion, Koplik  especially  emphasizes  the  danger  of  insufficient  boil- 
ing of  bed-linens. 

A  recent  article  by  KimbalP*  concerns  chiefly  a  series  of  eight 
cases  of  multiple  gonorrheal  arthritis  or  bacteriemia  (seven  males 
and  one  female,  all  under  three  months)  without  demonstrable 
portals  of  entry;  the  gonococcus  was  identified  in  the  arthritic 
fluid  microscopically  in  all  the  cases,  and  by  cultures  in  six. 
Mention  is  also  made  by  Kimball  of  seventy  cases  of  vulvo- 
vaginitis in  the  Babies'  Hospital  of  New  York,  90  per  cent,  of 
which  were  infected  in  the  hospital.  These  cases  appeared  as  a 
series  of  small  epidemics,  each  following  the  admission  of  a  child 
carrying  the  infection. 

In  a  review  of  the  literature  by  Dr.  I.  A.  Abt,"  mention  is 
made  of  an  epidemic  in  St.  Anna's  Children's  Hospital,  Vienna, 
in  which  transmission  was  due  to  unclean  thermometers. 

In  the  nineteen  epidemics  mentioned  in  the  foregoing  there 
are  reported  690  cases  of  gonorrheal  vulvo-vaginitis,  the  largest 
epidemic  being  that  described  by  Skutsch  at  Posen  and  involving 
236  girls.  In  twelve  epidemics,  comprising  498  cases,  the  age 
limits  range  from  three  months  to  fourteen  years,  the  average 
ages  being  nine  years  for  235  cases,  seven  years  for  59  cases,  and 
five  years  for  144  cases.  The  source  of  the  infection  in  eight  of 
the  epidemics  (Lennander,  Sheffield,  Leszynsky,  Dusch,  Czeri, 
Weill  and  Barjon,  Ollivier,  Kimball)  was  traced  to  the  admission 
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of  one  or  more  girls  with  a  pre-existing  vaginal  discharge;  in 
two  (Koplik)  the  outbreak  followed  directly  upon  admission  of 
a  boy  with  rectal  discharge.  In  three  (Cnopf,  Atkinson)  the 
infection  spread  from  cases  of  gonorrheal  ophthalmia.  In  the 
remaining  six  epidemics  the  source  of  infection  could  not  be  ascer- 
tained. In  some  of  the  epidemics  the  modes  of  transmission  have 
been  positively  ascribed  to:  common  baths  (Suchard,  Skutsch, 
Sheffield);  manipulations  by  the  children  (Dusch,  Atkinson); 
thermometers  (Weill  and  Barjon) ;  nurses'  hands  (Cnopf) ;  baths 
and  closets  (Fraenkel).  In  other  epidemics  transmission  has  been 
attributed  to:  towels  and  wash-rags,  diapers,  bandages  and  bed- 
linens,  instruments,  lavatory  fixtures,  and  the  children's  hands. 
Kimball,  Koplik,  and  Ollivier  lay  especial  emphasis  on  the  danger 
of  transmission  by  the  hands  of  nurses. 

The  statements  of  most  observers  are  to  the  effect  that  the 
disease  in  individual  cases  is  of  rather  long  duration.  In  205 
cases  the  average  duration  was  stated  to  be  two  months.  M"*' 
Skiba-Zaborowska  in  her  series  of  52  cases  refers  to  a  duration 
of  "months,"  many  cases  resisting  all  treatment.  Fischer  also 
records  some  cases  as  uncured  after  six  months.  Kimball  has 
called  attention  to  the  difficulty  with  which  the  vulvo-vaginitis  is 
cured  in  children  over  one  year,  in  contrast  to  the  more  prompt 
recovery  in  younger  infants. 

The  determination  of  the  gonorrheal  nature  of  the  discharge 
was  based  on  microscopic  examination  in  240  cases  (Weill  and 
Barjon,  Cnopf,  Skiba-Zaborowska,  Skutsch,  Dusch,  Lennander), 
and  on  microscopic  examination  with  cultivation  on  nutrient  media 
in  91  cases  (Sheffield,  Czeri).  As  before  stated,  Fraenkel  regarded 
the  organism  in  his  62  cases  as  a  distinct,  though  related,  organ- 
ism, because  of  clinical  differences  in  the  diseases.  In  view  of 
present  knowledge,  this  may  be  considered  as  the  gonococcus. 

The  records  of  the  earlier  observers  indicate  that  very  little 
attempt  has  been  made  to  establish  the  gonorrheal  nature  of  sec- 
ondary infections  of  other  parts  of  the  body.  In  seven  epidemics, 
comprising  477  cases,  in  which  such  investigations  were  made, 
the  frequency  of  the  complications  mentioned  is  set  forth  in  the 
following  table: 


Digitized  by 


Google 


318  Joseph  Louis  Baeb 

Ophthalmia  -        -    34      Sheffield,    Leszvnsky,   Fraenkel,    Kimball, 

Skiba-Zaborowska 
Urethritis        -        -        -        20      Fischer 
Frequent      Skutsch 

1      Skiba-Zaborowska 
Infection  of  glands  of  Bar- 
tholin    -  -        -    13      Fischer 
Arthritis          -        -        .  5      Kimball,  Sheffield,  Skiba-Zaborowska 
Peritonitis*         ...      5      4  local  (Sheffield);  1  fatal  — 1878  (Skiba- 
Zaborowska) 
Proctitis-        ...  2      Sheffield 
Endometritis      -        -        -      1      Sheffield 

The  variety  of  complications  presented  above  is  easily  supple- 
mented from  the  numerous  articles  bearing  upon  the  secondary 
infections  by  the  gonococcus  as  follows :  Cystitis  is  considered  not 
uncommon  by  various  writers,^^'^  though  one'^'  takes  an  opposite 
stand.  Endometritis,  salpingitis,  oophoritis,  and  peritonitis  are 
lamentably  frequent  occurrences,"  the  three  last  mentioned  gen- 
erally being  associated"*  and  often  terminating  in  sterility.'^  It  is 
probable  that  further  study  of  this  variety  of  infantile  vulvo- 
vaginitis will  reveal  cases  in  which  gonorrheal  stomatitis  occurs 
as  a  complication.  Kimball  suspected  that  the  mouth  was  the 
point  of  primary  infection  in  three  of  his  eight  cases  of  multiple 
gonorrheal  arthritis. 

The  possibility  of  some  relationship  between  epidemic  vulvo- 
vaginitis and  pre-existing  acute  infectious  diseases,  such  as  scarla- 
tina, measles,  and  typhoid  fever,  has  been  j)ointed  out  by  Fraenkel, 
Dusch,  Cnopf,  Weill  and  Barjon,  and  is  explained  by  Cnopf  on 
the  basis  of  an  increased  susceptibility  of  the  children. 

The  hospital  epidemic  of  gonorrheal  vulvovaginitis  reported 
here  extended  over  a  period  of  thirteen  months,  and  its  study  was 
undertaken  at  the  suggestion  of  Dr.  E.  R.  Le  Count. 

This  epidemic  involved  eighteen  girls  and  one  boy.  During 
the  thirteen  months  there  were  three  periods,  of  about  two  months 
each,  in  which  no  new  cases  appeared,  but,  as  will  be  shown,  each 
interval  was  bridged  over  by  resident  cases,  so  that  transmission 
was  never  completely   interrupted.     On  July   21,   1902,   a  boy 

♦Twenty-two  other  cases  of  peritonitis  in  young  girls  arc  reported  in  the  literature  as 
of  gonorrheal  nature;  in  all  the  primary  infection  was  non-venereal. 
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(Case  I),  aged  two  years,  was  admitted  to  a  general  ward  for 
rectal  abscess  and  anal  fistula,  which  was  operated  on  twice  during 
the  succeeding  months.  Seventeen  days  after  admission  edema 
of  the  penis,  with  a  urethral  discharge,  containing  diplococci,  was 
noted;  eight  weeks  later  (October  5)  the  discharge  had  ceased, 
and  the  case  was  considered  cured.  Three  days  from  this  date 
(October  8)  Cases  II  and  III,  sisters  aged  three  and  six  years 
re8|)ectively,  were  admitted  to  the  same  ward  for  typhoid  fever. 
In  the  younger  of  these  (Case  II)  there  appeared,  two  days  after 
entrance,  a  vaginal  discharge  containing  diplococci  refusing 
Gram's  stain;  and  during  the  ensuing  twenty-one  days  a  similar 
discharge  was  noted  in  five  other  girls  (Cases  III-VII) :  in  one, 
after  twelve  days;  the  next,  after  fifteen  days;  the  elder  sister 
(Case  III),  after  sixteen  days;  and  the  two  remaining,  on  the 
twenty-first  day.  Three  of  the  patients  had  typhoid  fever,  one 
genu-valgum,  one  congenital  dislocation  of  the  hip,  and  one 
tuberculous  spondylitis. 

The  attempts  made  to  prove  the  gonorrheal  character  of  the 
infection  in  these  cases  included  the  usual  methods  of  examination 
of  cover-glass  preparations.  Cultures  were  also  made  from  two 
cases  upon  ordinary  media  and  upon  ox-blood  serum  and  agar 
coated  with  human  blood,  which  yielded  only  negative  results  as 
regards  the  gonococcus.  These  six  cases  were  then  removed  to  a 
separate  ward,  and  the  progress  of  the  epidemic  was  delayed  two 
months  by  this  procedure.  Three  weeks  before  the  appearance  of 
any  new  cases  there  was  admitted  to  a  room  adjacent  to  this  isola- 
tion ward  an  infant  (Case  VIII)  under  treatment  for  cleft  palate. 
This  propinquity  was  due  to  the  fact  that  the  child's  mother  was 
a  patient  in  the  same  room.  It  has  been  ascertained  that  the 
temperature  of  this  infant  was  taken  per  rectum  by  the  same  nurse 
who  was  taking  the  temperatures  of  the  cases  of  vulvo-vaginitis. 
Following  the  removal  of  this  infant  (Case  VIII)  to  a  general 
ward,  purulent  vaginitis  appeared  in  another  infant  (Case  IX) 
occupying  the  same  bed.*  These  facts  led  to  a  more  careful 
examination  of  Case  VIII,  in  whom    gonorrheal  vulvovaginitis 

*  It  was  afterward  learned  that  a  vainriiial  discharge  was  discovered  by  the  mother  of 
another  child  (Case  X)  who  had  left  this  general  ward  a  few  days  previously. 
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had  been  previously  suspected  on  account  of  the  odor,  and  the 
suspicion  was  confirmed.  Eleven  and  fourteen  days  later  two 
other  infants  in  the  same  ward  (Cases  XI  and  XII)  developed 
purulent  vaginal  discharges.  In  one  of  these  four  cases  measles 
appeared,  and  they  were  all  quarantined;  so  that  at  this  time 
there  were  in  the  hospital  two  isolation  wards,  containing  alto- 
gether eight  cases  of  vulvovaginitis,  two  of  the  first  group  having 
been  discharged. 

Two  months  later  one  of  these  patients,  with  the  vulvo- 
vaginitis still  persisting,  developed  scarlatina,  and  was  transferred 
to  the  Memorial  Institute  for  Infectious  Diseases.  There  had 
been  admitted  to  the  Memorial  Institute  a  few  days  before  a  child 
(Case  XIII)  who,  during  the  previous  three  weeks,  had  been  in 
the  general  ward  in  the  hospital.  The  morning  following  her 
transfer  she  was  found  to  have  a  vulvovaginitis  with  a  muco- 
purulent discharge,  containing  diplococci  negative  to  Gram's 
stain  and  non-cultivatable  on  ordinary  media.  In  about  two  weeks 
following  the  entrance  of  these  two  sources  of  infection  vulvo- 
vaginitis appeared  in  two  other  girls  (Cases  XIV  and  XV)  con- 
valescent from  scarlatina;  but  no  other  cases  developed  in  the 
Institute. 

Of  this  third  group  of  cases  one  was  removed  by  the  relatives 
before  the  vaginitis  was  cured,  and  the  other  three  were  trans- 
ferred to  the  single  ward  in  the  hospital,  vrhich  at  this  time  con- 
tained the  remaining  cases  of  vulvovaginitis.  These  cases  were 
discharged  after  varying  intervals,  until  there  remained  but  two 
patients — one  a  typhoid-fever  case,  and  the  other  a  case  of  congeni- 
tal dislocation  of  the  hip.  During  the  month  of  May  the  latter 
patient  was  frequently  dressed  in  clinics,  and  on  two  occasions 
was  conveyed  to  and  from  the  clinic  on  the  same  hospital  cart 
with  several  other  girls,  also  surgical  cases,  from  the  general 
ward  for  children.  Within  one  week  (June  3)  vulvovaginitis  was 
observed  in  one  of  these  girls  (Case  XVI) ;  five  days  later  there 
were  two  more  cases  (Cases  XVII  and  XVIII);  and  four  days 
after  this  an  additional  case  (Case  XIX)  —  all  in  the  same  ward. 
The  four  new  cases  were  isolated  with  a  special  nurse,  and  were 
attended  by  a  physician  who  saw  no  other  cases  in  the  hospital. 
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The  last  of  these  cases  was  discharged  after  ten  weeks,  and  since 
then  no  new  cases  have  appeared. 

Of  the  nineteen*  cases  included  in  this  epidemic,  seven  were 
medical  cases — five  typhoid,  one  scarlatina,  and  one  epilepsy. 
The  surgical  cases  included  three  each  of  cleft  palate  and  tuber- 
culosis spondylitis,  two  cases  of  congenital  dislocation  of  the  hip, 
and  one  each  of  genuvalgum,  angioma  of  the  face,  tuberculosis  of 
the  ankle  and  rib,  and  anal  fistula.  All  were  girls,  except  the 
case  first  mentioned  (Case  I) ;  their  ages  ranged  from  six  months 
to  thirteen  years.  The  following  table  shows  the  ages  of  the 
individual  cases  :f 

6  months 1 

8       "  1 

2  years 2 

3  "               7 

4  " 2 

6     '*               3 

9.5" 1 

10     "  1 

13    "  ......      1 

Total 19 

As  has  been  shown  by  the  consideration  of  other  epidemics 
(Fischer,  Skiba-Zaborowska),  this  form  of  infection  is  very  resistant 
to  treatment.  The  eight  cases  discharged  as  cured  had  an  average 
duration  of  122  days,  the  extremes  being  39  and  254  days  respect- 
ively. It  is  worthy  of  mention  that  of  these  long-standing  cases 
four  had  typhoid  fever;  two  congenital  dislocation  of  the  hip, 
wearing  plaster  casts  for  a  considerable  time ;  one  case  had  tuber- 
culous spondylitis,  and  one  anal  fistula.  Six  cases  left  the  hos- 
pital uncured,  and  in  two  others  the  cure  was  questionable  at  the 
time  of  their  discharge.  One  case  died  of  bronchopneumonia 
following  measles,  another  of  tuberculous  meningitis,  and  in  the 
remaining  case  the  infection  was  not  discovered  until  after  the 
patient  had  been  sent  home. 

♦This  number  is  equivalent  to  6  per  cent,  of  the  total  number  of  children  under  four- 
teen years  in  the  hospital  during  this  same  period,  and  12.5  per  cent,  of  the  total  tiumber  of 
girls. 

fThe  average  age  of  all  the  patients  under  fourteen  years  in  the  hospital  during  the 
epidemic  was  seven  years  and  two  months. 
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Some  of  the  patients  presented  symptoms  pointing  quite  defi- 
nitely to  infection  of  other  parts  of  the  body  with  gonococci. 
The  most  interesting  case  illustrative  of  this  is  Case  XIV.  This 
patient,  aged  ten  years,  was  admitted  for  cleft  palate,  and,  follow- 
ing the  development  of  scarlatina,  was  removed  to  the  Memorial 
Institute.  During  desquamation  a  vaginal  discharge,  and  pains 
in  the  elbows  and  knees,  api>eared  on  the  same  day.  There  was 
slight  swelling  about  the  joints,  with  extreme  tenderness.  These 
symptoms  were  ushered  in  by  a  continued  fever,  which  lasted 
eleven  days,  averaging  101.5°  F.,  with  one  remission  to  normal  on 
the  second  day.  The  involvement  of  the  joints,  diagnosed  as 
multiple  gonorrheal  arthritis,  gradually  diminished  in  severity,  and 
disappeared  after  eight  days.  A  few  days  later  the  temperature 
rose  to  103°  F.,  the  patient  complained  of  severe  abdominal  pain, 
and  there  was  marked  tenderness  in  the  hypogastrium,  with 
tympany,  constipation,  vomiting,  and  a  leucocytosis  of  17,000. 
These  acute  symptoms  were  diagnosed  as  due  to  gonorrheal  peri- 
tonitis ;  they  lasted  only  a  few  days,  but  abdominal  pain  and  ten- 
derness, with  an  occasional  slight  rise  in  temperature,  remained 
for  approximately  four  weeks. 

Only  one  case  developed  a  severe  and  persistent  conjunctivitis, 
and  this  on  microscopic  examination  showed  only  streptococci. 
In  three  other  cases  there  was  a  mild  conjunctivitis,  which  was  not 
examined.  Two  other  complications — suppurative  otitis  media  in 
five  cases,  and  axillary  abscess  in  one — are  to  be  regarded  as  more 
closely  related  to  the  measles  and  typhoid  fever  which  were  com- 
plicated by  the  vaginitis,  than  to  the  gonorrheal  infection. 

As  to  the  source  of  the  epidemic,  it  will  be  remembered  that 
the  first  case  of  vulvo-vaginitis  (Case  II)  was  discovered  two  days 
after  her  admission,  and  five  days  after  a  boy  (Case  I)  in  the  same 
ward  had  been  pronounced  cured  of  gonorrheal  urethritis.  The 
indications  point  toward  the  former  of  these  as  the  agent  by  whom 
the  infection  was  introduced,  Yet  the  short  duration  of  the  period 
of  incubation  *  of  gonorrhea  in  young  girls  renders  it  possible  that 
the  girl  (Case  II)  became  infected  after  entrance  by  transmission 
from  the  boy. 

*  Incubation  in  males  ranges  from  three  to  seven  days ;  in  females,  from  two  to  five 
days,  and  is  especially  short  in  young  girls  (Keyes,  Morrow,  Schmidt,  and  Pedersen). 
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Careful  examination  of  the  conditions  surrounding  these 
patients  reveals  very  few  possible  modes  of  transmission  of  the 
infection  from  case  to  case  that  have  not  already  been  considered 
by  other  writers.  There  is  little  doubt  but  that  the  first  period 
of  intermission  during  which  no  new  cases  developed,  was  the 
result  of  careful  isolation.  That  this  period  was  limited  to  two 
months  is  explained  by  the  circumstances,  already  described, 
under  which  the  temperature  of  Case  VIII  was  taken.  During 
May,  1903,  no  new  cases  were  observed.  During  the  latter  part 
of  this  month,  Case  VI  was  twice  dressed  at  the  clinic  for  the  con- 
genital dislocation  of  the  hip,  with  which  she  was  also  afflicted. 
She  was  conveyed  to  and  from  the  clinic  upon  a  hospital  cart  with 
other  girls,  and  it  has  seemed  probable  that  transmission  was 
effected  either  in  the  clinic  or  uik)ii  the  cart.  The  necessity  for 
complete  isolation  to  prevent  spread  of  the  infection  was  not 
realized  during  the  earlier  months  of  the  epidemic,  as  has  l^een 
pointed  out,  and  with  the  inauguration  of  radical  measures  the 
outbreak  was  soon  brougjht  under  complete  control. 

In  this  epidemic,  as  in  several  found  in  the  literature,  there  is 
a  relationship  to  pre-existing  infectious  diseases.  Five  cases  of 
typhoid  fever  and  three  cases  of  scarlatina  developed  the  vulvo- 
vaginitis. Two  other  cases,  one  of  scarlatina  and  one  of  measles, 
appeared  two  months  and  four  days,  respectively,  after  the  vaginal 
discharge  had  been  found, 

Bacteriologic  investigations  during  the  progress  of  the  epidemic 
yielded  the  following  results:  a  diplococcus  regarded  as  the  gono- 
coccus  was  found  in  cover-glass  preparations  from  ten  cases ;  from 
five  other  cases  the  organism  failed  to  grow  on  ordinary  media, 
although  cover-glass  preparations  demonstrated  its  presence;*  and 
finally  it  was  obtained  in  pure  culture  and  identified  as  the  gono- 
coccus  from  three  cases,  the  others  having  been  discharged  when 
its  cultivation  by  the  writer  was  undertaken. 

The  medium  employed  was  a  mixture  of  plain  agar  condensed 
to  two-thirds  its  bulk,  with  either  hydrocele,  pleuritic,  or  ascitic 
fluid,  in  the  proi)ortion  of  2  to  1,  and  solidified,  slanting  in  test- 
tubes.     The  transudate  was  gathered  in  sterile  flasks,  distributed 

•  For  the  daily  examination  of  cover-glass  preparations  from  a  number  of  cases,  after 
thorough  isolation  had  been  instituted,  we  are  indebted  to  Dr.  T.  O.  Greig. 
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in  sterile  test-tubes,  and  incubated  twenty-four  hours  at  37? 5  C. 
to  determine  its  sterility.  It  was  then  added  to  agar  at  45°  C, 
each  tube  being  prepared  separately ;  the  transudates  were  never 
subjected  to  a  heat  of  over  50°  C. ;  thus  prepared  the  tubes  were 
sealed  with  rubber  caps  sterilized  by  a  solution  of  HgCl2  (1 : 1,000), 
slanted  until  solid,  and  incubated  at  37?5  C.  for  two  days  to  again 
determine  sterility.  For  isolation  the  slants  were  used  as  plates, 
and  a  loopf ul  of  the  secretion  was  taken  directly  from  the  patient, 
being  spread  over  the  medium  by  means  of  the  water  of  conden- 
sation. 

The  first  cultures  made  from  four  patients  yielded  only  mixed 
colonies,  a  bacillus  and  diplococci  from  two  cases,  and  a  bacillus 
and  staphylococci  from  the  other  two.  The  diplococcus  resembled 
the  gonococcus  in  morphology  and  staining.  The  bacillus,  which 
took  the  ordinary  stains  and  Gram's  stain,  resembled  the  vaginal 
bacillus  of  Doderlein.*  Attempts  made  on  the  following  day  to 
isolate  the  diplococci  by  subcultures  proved  futile ;  the  same  mixed 
colonies  were  found,  with  fewer  diplococgi. 

Attempts  were  then  made  to  obtain  the  gonococcus  from  the 
case  presenting  the  largest  amount  of  purulent  discharge  (Case 
XVI),  but  again  the  colonies  were  mixed,  consisting  of  staphy- 
lococci, diplococci,  and  a  few  pure  •  colonies  of  streptococci.  In 
order  to  obtain  a  more  complete  dissemination  of  the  organisms, 
Petri  dishes  were  substituted  for  slanted  test-tubes,  but  with  no 
better  results.  The  reaction  of  the  hydrocele-agar  was  then  tested 
.  and  found  to  be  satisfactory  (1  per  cent,  acid  to  phenolphthalein). 
Sample  tubes  were  inoculated  with  streptococcus  and  pneumo- 
coccus,  and  both  organisms  grew  luxuriantly. 

Meanwhile  each  patient  had  been  getting  a  douche  with  10  per 
cent,  protargol  every  four  hours  four  times  daily.  On  July  20,  after 
douching  Case  XVI  with  the  protargol,  she  was  given  a  douche 
of  distilled  water,  and  cultures  were  taken  four  hours  later. 
These  showed  no  growth  after  twenty-four  hours,  but  after  forty- 
eight  hours  numerous  pure  colonies  of  diplococci,  like  the  gono- 
coccus in  shape  and  staining  reactions,  and  a  few  pure  colonies 

*  This  organism  had  been  found  previously  in  four  cases  by  Messrs.  A.  H.  Harms  and 
D.  M.  Green,  in  the  spring  of  1903. 
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of  staphylococci  were  found.  After  seventy -two  hours  subcultures 
of  the  diplococcus  colonies  were  made  on  hydrocele-agar  and 
glycerin  agar.  Growth  on  the  former  was  luxuriant  and  pre- 
sented the  following  appearances  after  twenty-four  hours:  the 
colonies  were  round,  raised,  moist,  about  1  mm.  in  diameter, 
opaque,  and  bearing  a  striking  resemblance  to  ground  glass;  the 
fused  growth  along  the  stroke  was  flat,  heavy,  with  straight 
edges,  faintly  translucent,  and  presented  the  same  ground-glass 
appearance;  the  inoculated  glycerin-agar  slants  never  showed 
any  growth.  This  culture  was  maintained  on  the  mixed  medium 
over  three  months,  the  organism  in  several  instances  being  found 
alive  after  twelve  days'  incubation  in  one  tube,  as  shown  by 
growth  after  transplantation. 

Attention  was  now  turned  to  Cases  XI  and  XVIII,  Case  VI 
having  been  discharged  in  the  interval  as  cured.  After  several 
unsuccessful  attempts  to  isolate  the  organism  under  varying  con- 
ditions, the  method  which  succeeded  in  Case  XVI  was  used;  the 
medicated  douche  was  immediately  followed  by  a  douche  of  dis- 
tilled water,  packing  being  omitted,  and  cultures  were  taken  after 
four  hours;  twenty -four  hours  later  the  slants  showed  many 
opaque,  white,  and  some  paler  pinpoint  colonies;  after  forty-eight 
hours  the  paler  colonies  were  found  to  consist  of  diplococci  with 
the  morphology  and  staining  reactions  of  the  gonococcus;  they 
were  then  isolated  on  the  other  slants,  and  their  nature  and 
purity  determined. 

It  has  been  thought  desirable  to  describe  the  technic  of  culti- 
vation at  this  length  because  most  of  the  recent  text-books  give 
few  details,  and  the  methods  recorded  by  Finger,  Ghon  and 
Schlagenhaufer,^*  Steinschneider,^  and  others  are  too  cumbersome. 

Although  the  gonococcus  has  been  isolated  from  only  a  few 
cases  in  this  epidemic,  the  present  writer  having  undertaken  its 
study  only  during  its  latter  months,  it  seemed  proj)er  to  empha- 
size here  the  importance  of  cultivation  as  an  additional  step  in 
the  diagnosis  of  gonorrheal  infection. 

Two  other  diplococci  identical  with  the  gonococcus  in  mor- 
phology and  tinctorial  reactions,  including  negative  results  by 
Gram's  method,  have  been  isolated  from  male  urethras  by  Stein- 


Digitized  by 


Google 


326  Joseph  Louis  Baer 

Schneider  and  Galewsky*  in  4.65  per  cent,  of  86  cases,  and  can 
be  differentiated  from  Neisser's  organism  only  by  cultural  tests, 
both  growing  readily  on  ordinary  media. 
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A  CRITICAL  STUDY  OF  THE  METHODS  IN  CURRENT 
USE  FOR  THE  DETERMINATION  OF  FREE  AND 
ALBUMINOID  AMMONIA  IN  SEWAGE.* 

Earle  B.  Phelps,  S.B, 

Chemist  and  Bacteriologist,  Sanitary  Research  Laboratory, 

Massachusetts  Institute  of  Tcchnologry. 

INTRODUCTION. 

The  sanitary  analysis  of  water  has  engaged  the  attention  of 
chemists  for  many  years,  and  has  been  develo|>ed  to  a  high  degree 
of  perfection.  It  aims  to  show  the  present  condition  and  past 
history  of  the  water  in  question,  and,  in  spite  of  the  fact  that  certain 
of  its  most  important  determinations  are  of  comparative  value  only, 
its  results,  in  the  hands  of  a  competent  chemist,  are  of  no  uncer- 
tain value.  Unfortunately  perhaps  for  the  cause  of  sewage  dis- 
posal, the  methods  so  long  in  use  for  water  analysis  have  been 
adopted,  almost  without  change,  for  the  examination  of  sewage 
and  of  the  products  of  sewage-disjjosal  works.  The  analysis  of  a 
sewage  or  effluent  of  a  sewage  filter  is  not  undertaken  for  the 
purpose  of  determining  the  past  history  of  the  sample  or  its 
present  fitness  as  a  drinking  water.  The  problems  to  be  solved 
are  engineering  problems.  It  is  gratifying,  therefore,  to  note 
that  the  engineer  is  appreciating  more  and  more  the  fact  that 
the  data  upon  which  he  must  depend  in  designing  a- purification 
plant  are  largely  chemical. 

The  question  is  often  asked:  "Can  you  not  give  us  more 
information  on  this  matter?  We  wish  definite  figures  which  can 
be  used  in  the  compilation  of  formulae  so  that  the  design  of  a 
sewage-disposal  plant  will  be  as  definite  a  problem  as  the  con- 
struction of  a  bridge."  In  fact,  the  engineering  demands  have 
been  so  exacting  and  the  chemical  data  so  unreliable  that  dis- 
credit has  been  thrown  upon  much  of  the  chemical  work. 

We  must  frankly  confess  that  we  cannot,  with  our  present 
knowledge  at  least,  give  any  such  absolute  information ;  and  it  is 

♦  Read  at  the  meeting  of  the  Laboratory  Section  of  the  American  Public  Health  Asso- 
ciation, October  26, 1903. 
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almost  a  matter  of  certainty  that  the  engineer  can  never  solve  his 
problem  in  this  manner.*  The  laws  of  stress  and  breaking 
strength  are  fixed,  and  capable  of  experimental  determination  and 
of  exact  application.  The  sewage  problem  is  never  twice  the 
same.  Analyses  of  the  sewages  of  two  communities,  apparently 
the  same  in  many  respects,  show  great  diflferences.  Climatic 
conditions  exert  the  greatest  influence.  The  presence  of  manu- 
facturing wastes  in  the  sewage  complicates  the  problem,  and  even 
the  quality  of  the  water  supply  and  the  geological  formation  of 
the  region  may  alter  the  conditions  profoundly.  It  is  on  account 
of  these  variations  that  the  problem  cannot  be  handled  by  rigid 
mathematics.  The  variables  are  so  many  that  probably  no  amount 
of  experimentation  could  ever  supply  the  necessary  constants  for 
use  in  an  engineer's  formula. 

But  while  it  is  true  that  we  cannot  give  all  that  is  desired  in 
the  way  of  analytical  data,  there  seems  to  be  a  growing  conviction 
in  the  minds  of  many  that  our  present  methods  of  chemical  analy- 
sis are  inadequate,  if  not  actually  misleading  at  times,  and  that 
the  time  has  come  for  a  revision  of  the  methods  now  employed, 
and  possibly  a  recasting  of  the  whole  scheme  of  sewage  analysis, 
taking  it  out  of  the  old  familiar  ruts,  into  which  it  seems  to  have 
fallen,  and  raising  it  more  nearly  to  the  plane  of  modem  engi- 
neering requirements. 

What,  then,  should  the  chemical  analysis  of  sewage  include, 
in  view  of  its  functions  as  indicated  above  ?  The  analysis  should, 
first,  show  the  total  amount  of  organic  matter  to  be  dealt  with  in 
the  course  of  twenty-four  hours  of  an  average  day,  and,  if  possible, 
the  amount  of  variation  from  this  average  day's  result  to  be  expected 
during  the  year.  Next,  the  natuje  of  the  organic  matter  must  be 
known;  that  is,  whether  it  is  nitrogenous,  or  carbonaceous,  etc. 
The  amount  of  oxygen  available  in  the  sewage,  either  as  dissolved 
gaseous  oxygen,  or  as  nitrate  or  nitrite,  is  another  important  ele- 
ment in  the  analysis.  If  the  sewage  is  strongly  acid  or  alkaline, 
the  fact  is  of  importance;  but  in  the  ordinary  slightly  alkaline 
domestic    sewage    the    determination    of   alkalinity    is    of    little 

♦Mr.  W.  D.  Scott-Moncrieflf  1  has  recently  proposed  a  standard  apparatus  for  use  in, 
determining  certain  constants  in  sewage.  The  use  of  such  constants,  however,  does  not 
seem  to  have  met  with  favor  in  England. 
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moment.  The  determinations  of  chlorine,  iron,  phosphorus,  and 
other  mineral  ingredients  give  no  information  not  otherwise 
obtainable,  except  in  connection  with  precipitation  works,  when 
any  abnormal  amounts  of  a  mineral  substance  may  be  of  a  con- 
siderable importance.  A  knowledge  of  the  total  mineral  matter 
may  be  of  value  in  certain  processes. 

The  analysis  of  sewage  is  made,  in  short,  to  give  the  engi- 
neer information  to  assist  him  in  the  design  of  a  purification  plant. 
By  comparison  of  its  figures  with  those  from  plants  already  in 
operation,  it  is  possible  to  obtain  some  information  as  to  the  prob- 
able results  to  be  expected  by  treating  the  sewage  in  question. 
Such  comparisons  are  often  misleading,  however,  and  cases  might 
be  cited  in  which  two  sewages,  agreeing  very  closely  in  chemical 
analysis,  yield  widely  diflFering  results  after  similar  treatment. 

The  information  above  outlined  as  desirable  in  a  sewage  analy- 
sis is  obtained,  in  water  analysis,  by  the  determination  of  the  free 
and  albuminoid  ammonias,  nitrates,  nitrites,  oxygen  consumed  (or 
absorbed),  oxygen  dissolved,  alkalinity,  and  fixed  solids.  It  has 
been  assumed  that  the  same  methods  applied  to  sewage  will  give 
the  same  kind  of  information.  That  this  is  not  necessarily  the 
case  I  hope  to  show  in  this  paper,  and  that  I  am  not  alone  in  dis- 
trusting the  analytical  results  as  now  obtained  will  be  shown  by  a 
quotation  from  a  recent  paper  by  Mr.  G.  W.  Fuller.'  Mr.  Fuller 
says: 

It  seems  tx>  the  writer  that  the  time  is  ripe  for  a  thorough  review  and 
comparison  of  methods  for  determining  organic  matter  in  sewage  on  a  scale 
as  comprehensive  as  that  made  in  connection  with  natural  waters  under  Pro- 
fessor Mallet  for  the  National  Board  of  Health  over  twenty  years  ago.  To 
the  thought  of  the  writer,  the  future  of  sewage  chemistry  cannot  depend 
upon  the  question  of  convenience  of  manipulation  in  the  laboratory,  or  that 
of  the  degreee  of  skill  of  the  laboratory  assistants. 

And  again: 

As  to  the  part  played  by  analytical  data  in  the  development  of  matters 
of  sewage  disposal,  their  value  has  unquestionably  been  great.  In  the  opinion 
of  the  writer,  however,  methods  employed  for  studying  the  composition  of 
sewage  in  its  various  phases  have  fallen  somewhat  into  a  rut.  It  seems 
questionable  whether  the  amount  of  added  knowledge  which  may  be  obtained 
from  a  continuance  of  present  methods  year  after  year  is  going  to  be  com- 
mensurate with  the  cost.    In  fact,  it  seems  that  the  time  is  approaching 
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when  it  is  worth  while  to  consider  a  recasting  of  the  program  for  sewage 
analysis.  This  may  be  thought  to  be  unwise,  because  future  data  would  not 
be  comparable  with  the  past.  This  objection  is  readily  met  by  stating  that 
there  should  be  omitted  in  the  future  no  determination  of  value.  In  fact,  it 
is  more  complete  data  which  are  now  needed. 

The  work  here  presented  is  the  first  portion  of  a  study  which 
will  ultimately  cover  the  whole  field  of  sewage  analysis.  It  wa^ 
carried  out  at  the  Sanitary  Research  Laboratory  and  Sewage 
Experiment  Station  of  the  Massachusetts  Institute  of  Technology. 
The  sewage  used  is  a  representative  domestic  sewage,  coming 
from  the  large  trunk  sewer  of  the  Boston  Main  Drainage.  In 
planning  and  carrying  out  the  work,  the  attempt  has  been  made 
to  show  by  decisive  experiments  just  what  a  given  determination 
shows  us,  to  what  errors  it  is  liable,  and  what  modifications,  if 
any,  are  necessary  in  order  that  the  determination  shall  yield  the 
best  results  both  from  the  chemical  and  from  the  engineering 
points  of  view. 

THE    FREE    AMMONIA. 

In  the  determination  of  the  free  ammonia  as  ordinarily  carried 
out  a  measured  quantity  of  the  sewage  is  diluted  with  water,  made 
alkaline  with  sodium  carbonate,  and  subjected  to  indirect  distil- 
lation with  live  steam.  The  ammonia  is  determined  in  the  dis- 
tillate by  the  Nessler  process.  In  this  procedure  we  have  to 
consider  errors  in  the  distillation  and  those  in  the  reading.  The 
former  might  occur  in  two  ways:  (1)  the  whole  of  the  free  ammo- 
nia present  might  not  be  recovered  in  the  distillate ;  and  (2)  sub- 
stances might  be  decomposed  during  the  distillation  which  would 
give  oflf  an  additional  amount  of  ammonia. 

A  number  of  determinations  of  the  ammonia  in  solutions  of 
ammonium  chlorid  of  known  strength  have  shown  that  the  whole 
of  the  free  and  saline  ammonia  is  recovered,  the  small  errors 
observed  being  about  equally  distributed  above  and  below  the  true 
value,  and  being  easily  explained  by  other  errors  in  the  process. 

On  the  other  hand,  it  has  been  found  during  the  present  study 
that  a  large  number  of  proteid  substances  are  partially  broken 
down  during  the  distillation  with  sodium  carbonate,  giving  too 
high  a  value  to  the  ammonia  readings.     Among  the  pure  sub- 
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stances  tested  in  this  way  the  following  gave  positive  results  as 
shown,  expressed  as  percentages  of  the  total  nitrogen  given  oflf 
as  free  ammonia: 

Percontago  of  Total 
Nitrogen  Found  as 
Substance  Free  Ammonia 

Urea 2.0 

Gelatin 1.4 

Casein  0.68 

Egg  albumen 3.2 

Peptone  (Witters) 1.4 

Naphthylamine 0.1 

That  this  error  is  of  great  significaiice  in  the  analysis  of  sew- 
age is  shown  by  an  extended  study  on  the  sewage  itself,  and  on 
the  effluents  of  sewage  purification  processes.  AbKDut  fifty  samples 
were  analyzed  in  the  regular  way,  distilling  off  the  free  ammonia 
with  sodium  carbonate,  and  then  adding  alkaline  permanganate  of 
potassium  and  distilling  the  albuminoid  ammonia.  A  second 
sample  was,  in  each  case,  filtered  through  paper  and  treated  in  a 
similar  manner.  A  third  sample  was  treated  with .  an  excess  of 
sodium  hydrate  and  a  few  drops  of  a  10  per  cent,  solution  of 
copper  sulphate,  and  allowed  to  settle,  the  clear  supernatant  liquor 
being  then  diluted  and  nesslerized  directly  for  free  ammonia. 
With  very  few  exceptions  the  values  obtained  were  lowest  in  the 
case  of  the  direct  reading,  and  highest  with  the  unfiltered  sample, 
the  filtered  sample  generally  lying  between  the  other  two.  More- 
over, the  e;tcess  of  ammonia  found  in  the  distilled  sample  over  that 
from  the  direct  reading  was  in  all  cases  roughly  proportional  to 
the  amount  of  albuminoid  ammonia  in  the  former.  The  average 
of  fifty  suph  analyses  is:  raw,  18.8  parts  per  million;  filtered,  17.5 
parts;  direct,  16.6  parts;  albuminoid  ammonia — raw,  2.8  parts; 
filtered,  1.9  parts.  The  average  excess  of  the  free  ammonia  in 
the  raw  samples  over  that  by  the  direct  reading  is  thus  13.2  |)er 
cent,  of  the  direct  reading. 

Experiments  will  be  presented  later  in  this  paper  showing  that 
the  results  obtained  by  this  direct  process  are  much  nearer  the 
true  values  than  any  others.  The  subject  is  brought  up  at  this 
time  merely  to  call  attention  to  a  serious  error  in  the  determina- 
tion as  practiced  at  present. 
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Passing  now  to  a  consideration  of  the  errors  in  reading,  we 
find  here  many  opportunities  for  inaccuracies. 

Temperature,  —  Attention  has  been  called  by  Hazen  and 
Clark*  to  the  fact  that  the  ammonia  standards  and  the  distillates 
must  be  at  the  same  temperature  to  secure  correct  readings.  As 
long  as  the  regular  standards,  made  up  each  day,  are  used,  the 
usual  practice  of  allowing  the  distillate  to  stand  over  night  was 
sufficient  to  secure  this  condition.  But  with  the  advent  of  per- 
manent standards  the  question  of  temperature  becomes  one  of 
importance.  It  has  been  found  that  the  standards  themselves 
remain  practically  constant  in  color  during  any  changes  in  tem- 
perature that  may  occur  in  the  laboratory.  Therefore,  if  accu- 
racy is  to  be  had  in  reading  ammonias  against  these  standards, 
the  reading  must  be  done  at  the  temperature  at  which  the  stand- 
ards were  originally  made  to  compare  with  the  ammonia  standard 
solution,  or  a  temperature  correction  must  be  applied. 

Dividing  the  tubes  for  reading, — When  10  c.c.  are  taken  for 
an  analysis,  an  amount  necessary  in  order  to  get  satisfactory  read- 
ing of  the  albuminoid  ammonia,  the  amount  of  free  ammonia 
coming  off  in  the  first  tube  is  always*  too  high  for  direct  nessleri 
zation.  It  is  customary  to  allow  the  tubes  to  stand  over  night, 
and  the  next  morning  to  take  out  a  suitable  quantity,  generally 
10  c.c,  and  dilute  to  50  c.c.  for  nesslerization.  Samples  taken 
from  the  top  and  bottom  of  several  such  tubes  gave  identical 
readings,  showing  that  diflfusion  was  ample  in  the  tin\e  allowed, 
about  fifteen  hours.  If  the  tubes  are  read  directly  after  distilla- 
tion, however,  there  is  a  possibility  of  error  at  this  point,  which 
must  be  guarded  against  by  a  careful  mixing  of  the  contents  of 
the  tube. 

Variation  in  the  diameters  of  the  nessler  tubes, — Considerable 
variation  is  met  with  in  the  diameters,  and  consequently  in  the 
lengths,  up  to  the  mark,  of  the  nessler  tubes,  as  they  are  found  in 
the  market.  Our  laboratory  stock,  purchased  at  two  diflFerent 
times  from  the  same  dealer,  was  looked  over,  and  tubes  having 
the  maximum  and  minimum  lengths  were  selected  for  a  compari- 
son. Readings  of  the  same  solution  with  these  two  tubes  gave 
values  of  3.4  and  3.9  c.c.  of  ammonia  standafd,  respectively — a 
variation  of  over  10  per  cent.     The  tubes  were  extreme  cases,  it 
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is  true,  but  the  stock  included  tubes  of  all  lengths  between.  The 
only  way,  obviously,  to  correct  this  error  is  to  throw  out  all  tubes 
which  in  length  do  not  agree  sufficiently  well  among  themselves 
to  give  results  of  the  desired  accuracy.  For  very  accurate  work 
the  plan  suggested  by  Fowler  is  to  be  recommended ;  that  is,  to 
select  a  set  of  tubes  for  the  standards  which  shall  be  all  of  exactly 
the  same  length,  and  have  one  extra  tube  of  this  length  for  the 
readings.  All  distillates  are  poured  into  this  tube  before  reading. 
This  plan  is  somewhat  cumbersome  for  routine  laboratory  work, 
but  is  the  only  one  which  will  give  strictly  accurate  results,  unless 
a  sufficiently  large  number  of  tubes  can  be  obtained  of  the  same 
diameter. 

Color  in  the  glass. — The  writer  has  seen  tubes  of  such  a  poor 
quality  of  glass  that  a  color  amounting  to  0.3  c.c.  of  ammonia 
standard  was  imparted  to  the  distillatfB,  Such  tubes  should 
never  be  used,  since  the  variation  in  the  thickness  of  the  glass 
will  give  a  corresponding  variation  in  the  color,  and  the  readings 
will  be  in  error  by  this  amount. 

a  method  fob  the  direct  reading  of  the  free  ammonia. 

Considerations  previously  given  concerning  the  formation  of 
free  ammonia  during  the  distillation  indicate  the  desirability  of 
some  method  for  determining  this  important  constituent  in  a 
more  direct  and  more  accurate  manner. 

Famsteiner,*  and  his  dissociates  at  the  Chemical  and  Hygienic 
Institute,  have  proposed  such  a  method,  as  follows:  The  sewage 
is  treated  with  sodium  hydrate  solution  and  allowed  to  settle.  A 
portion  of  the  supernatant  liquor  is  removed  and  nesslerized 
directly.  In  the  presence  of  hydrogen  sulphide  a  few  drops  of  a 
solution  of  zinc  acetate  is  added. 

After  a  trial  of  diflFerent  combinations  of  precipitants,  I  have 
decided  upon  the  following  method  as  best  suited  to  all-around 
work  at  a  sewage  experiment  station.*  The  solutions  required 
are 

1.  A  10  per  cent,  solution  of  copper  sulphate. 

2.  A  10  per  cent,  solution  of  lead  acetate. 

3.  A  saturated  solution  of  potassium  hydrate. 

*This  successful  working  out  of  this  method  is  largely  due  to  the  careful  work  of  Mr. 
G.  R.  Spalding,  research  assistant  at  the  Sanitary  Research  Laboratory. 
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Fifty  c.c.  of  the  sewage  to  be  tested  are  mixed  with  an  equal 
volume  of  water,  placed  in  a  short  nessler  tube  about  six  inches 
long,  and  a  few  drops  of  the  copper  solution  added.  After  a 
thorough  mixing,  1  c.c.  of  the  potassium  hydrate  solution  is  added 
and  again  thoroughly  mixed.  The  tube  is  then  allowed  to  stand 
for  a  few  moments,  when  a  heavy  precipitate  falls  to  the  bottom, 
leaving  a  colorless  supernatant.  An  appropriate  amount  of  this 
solution,  usually  2-5  c.c,  is  then  taken,  made  up  to  50  with  best 
water,  and  nesslerized.  We  have  varied  the  procedure  of  Fam- 
steiner  in  substituting  lead  acetate  for  the  zinc  salt  which  he 
used,  and  in  precipitating  a  diluted  sewage  instead  of  the  straight 
sample.  The  lead  acetate,  we  find,  is  a  better  precipitant,  espe- 
cially for  our  septic  tank  effluents,  where  there  is  a  large  amount 
of  hydrogen  sulphide  present,  in  which  case  a  few  drops  of  the 
lead  acetate  solution  is  added  with  the  copper  solution.  The 
sewage  is  diluted  before  precipitation  to  prevent  loss  by  absorp- 
tion, and  because  we  find  that  some  effluents  are  so  high  in  ammo- 
nia that  there  is  a  noticeable  escape  of  the  gas  on  adding  the 
caustic.  Our  strongest  effluents,  however,  showed  no  escape  of 
ammonia,  on  testing  with  hydrochloric  acid,  when  properly  diluted 
as  described.  As  to  precipitants,  no  general  method  can  be  laid 
down  at  present  for  all  cases,  but,  with  a  little  practice,  it  is  com- 
paratively easy  to  get  the  right  combination  of  the  three  solutions 
mentioned  to  bring  about  the  best  results. 

It  has  been  stated  previously  that  this  method  yields  results 
nearest  to  the  true  ammonia  value,  The  evidence  for  this  state- 
ment is  as  follows:  (1)  The  results  were  invariably  lower  than  those 
from  the  distillation  processes.  Moreover,  when  raw  sewage  and 
sewage  filtered  through  paper  were  distilled,  the  filtered  sample  in 
nearly  every  case  gave  a  result  lying  between  that  of  the  direct 
reading  and  that  of  the  raw  sample  distilled.  An  average  of  fifty 
such  analyses  gave,  for  the  direct  reading,  lfi.6  parts  per  million; 
for  the  filtered  sample,  17.5  parts;  and  for  the  raw  sample,  18.8 
parts.  It  appears  from  this  that  the  increase  in  the  values 
obtained  for  the  distilled  samples  is  due  to  a  decomposition  of 
the  nitrogenous  matter  of  those  samples,  and  the  increase  is  about 
proportional  to  the  amount  of  albuminoid  ammonia  given  in  the 
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two  cases.  (2)  Experiments  with  pure  nitrogenous  substances, 
likely  to  be  fond  in  sewage,  show  that  they  do  give  off  free 
ammonia  on  distillation  with  sodium  carbonate.  I  have  given  a 
list  of  the  substances  used  and  the  results  obtained.  As  an 
amplification  of  this  experiment  an  artificial  sewage  was  made  up 
of  peptone,  urea,  albumin,  vitilline,  casein,  and  salt.  The  ammonia 
was  determined  by  direct  reading,  and  found  to  be  nil.  Enough 
ammonium  chloride  solution  was  now  added  to  bring  up  the  free 
ammonia  to  10  parts  per  million,  and  a  sample  was  distilled,  while 
a  second  sample  was  precipitated  and  read  directly.  The  direct 
reading  was  10  parts,  while  the  distillation  gave  a  value  of  10.7 
parts.  That  the  difference  is  not  so  great  as  is  observed  in  sewage 
is  due  to  the  fact  that  in  the  latter  we  have  exceedingly  unstable 
compounds,  bodies  which  are  already  in  the  process  of  conversion 
to  free  ammonia,  and  these  are  more  readily  broken  down  than  the 
more  stable  bodies  with  which  I  have  experimented.  (3)  This 
conclusion  is  in  harmony  with  the  evidence  of  Frankland,^ 
Thatcher,**  Schittenhelm,'  and  others,  to  the  effect  that  certain 
bodies,  particularly  amines  and  urea,  will  give  off  ammonia  on 
distillation  with  sodium  carbonate. 

Dr.  Frankland,  in  a  paper  on  the  analysis  of  water,  quotes 
experiments  on  the  analysis  of  polluted  waters,  in  which  he  shows 
that  even  in  that  case  the  free- ammonia  determination  is  seriously 
in  error,  owing  to  the  decomposition  of  certain  substances  on  dis- 
tillation, notably  urea.  Thatcher,  in  a  thesis  at  the  Massachusetts 
Institute  of  Technology,  has  also  shown  that  amines  and  other 
nitrogenous  bodies  break  down  on  distillation  in  alkaline  solution, 
forming  free  ammonia.  Schittenhelm  obtained  similar  results  in 
the  distillation  of  feces.  Cohn*  states  in  his  work  on  Reagents 
that  aldehydes  give  a  brownish  coloration  with  Nessler's  reagent. 

the  albuminoid  ammonia. 

After  the  distillation  of  the  free  ammonia,  as  previously 
described,  20  c.c.  of  an  alkaline  solution  of  potassium  perman- 
ganate is  added  to  the  sample,  and  the  distillation  continued, 
taking  off  two  more  tubes,  or  100  c.c.  The  ammonia  thus 
recovered  in  the  distillate  is  read  in  the  same  way  as  the  free 
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ammonia  and  designated  "albuminoid  ammonia."  It  is,  in  fact, 
a  portion  of  the  nitrogen  of  the  nitrogenous  matter  of  the  sewage 
which  is  given  off  in  the  distillation  as  ammonia. 

The  albuminoid,  ammonia  test  was  first  proposed  by  Wanklyn 
in  1867.  It  was  first  announced  that  it  gave  the  whole  of  the 
organic  nitrogen.  Then  in  a  later  paper  Wanklyn  claimed  that 
he  obtained  a  constant  proportion  of  that  total,  about  two-thirds 
of  it.  In  the  following  year  E.  Frankland^  showed  by  a  series  of 
experiments  with  the  process  that  the  ratio  was  not  two-thirds,  and, 
in  fact,  that  it  was  not  a  constant  figure  at  all.  However,  owing 
to  its  simplicity  and  roughly  relative  results,  the  test  has  been 
retained  in  the  routine  analysis  of  jx^table  waters,  and  thence  has 
been  adopted  without  change  in  the  analysis  of  sewage. 

In  water  analysis  it  is  claimed,  and  in  the  case  of  unpolluted 
waters  it  is  doubtless  true,'^  that  the  amount  of  nitrogen  obtained 
in  the  distillation  is  a  constant  pro[)ortion  of  the  total,  and  hence 
the  figure  is  of  value  in  the  interpretation  of  the  analysis.  This 
relation  does  not,  however,  hold  even  approximately  with  sewages 
and  sewage  effluents.  Besides  the  nature  of  the  substance  itself, 
there  are  certain  details  in  the  process  which  influence  the  result. 
Experiments  are  here  reported  showing  the  effect  of  varying  some 
of  these  factors. 

Concentration  of  the  permanganate  in  the  solution, — The 
amount  of  permanganate  solution  added  is  found  to  have  an 
influence  upon  the  result.  A  sample  of  casein  in  solution,  yielding 
by  the  regular  method  8.8  parts  of  albuminoid  ammonia  per  mil- 
lion, gave  with,  double  the  amount  of  permanganate  a  value  of 
10.4  parts,  and  with  one-half  the  correct  amount  a  value  of  4.0 
parts ;  or,  expressed  in  [percentages,  the  higher  concentration  gave 
118  per  cent.,  and  the  lower  45  per  cent.,  of  the  true  value 
obtained  by  the  standard  procedure.  It  will  be  apparent  that  if 
the  amount  of  sewage  solution  added  varies,  there  will  be  a  simi- 
lar variation  in  the  concentration  of  the  permanganate  with  its 
consequent  error.  A  sample  of  sewage  treated  in  the  same  way 
gave  similar  results. 

Rate  of  distillation, — Stress  is  usually  laid  upon  this  point  in 
the  text-books.     A  little  consideration  will  show,  however,  that 
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the  temperature  will  vary  little,  if  at  all,  with  a  variation  in  the 
rate  of  distillation,  and  that,  since  the  reaction  goes  on  rapidly 
at  first,  and  continually  decreases  in  rate,  a  slower  distillation  is 
equivalent  to  an  addition  of  time  at  the  end  of  the  distillation, 
when  the  reaction  is  practically  completed.  In  short,  it  would 
appear  that  practically  the  same  amount  of.  ammonia  will  be  yielded 
in  a  given  time,  whatever  may  be  the  rate.  Within  ordinary 
limits,  this  is  found  to  be  the  case.  The  solution  of  casein  used 
in  the  last  experiment  was  also  used  in  this  one,  A  distillation 
was  made  at  the  ordinary  rate  of  three  tubes,  or  150  c.c,  in 
twenty-five  minutes,  and  a  second  one  at  a  rate  of  three  tubes  in 
fifty  minutes.  The  second  distillation  gave  a  reading  of  106  per 
cent,  of  the  first,  and  the  amount  coming  oflF  in  the  first  twenty- 
five  minutes  of  the  second  case  exactly  equaled  that  obtained  in 
the  total  twenty -five  minutes  in  the  first.  Experiments  with  sew- 
age at  three  different  rates  confirmed  these  results.  It  is  there- 
fore the  time  of  distillation  rather  than  the  rate  which  has  an 
influence  upon  the  result. 

Solubility  of  the  nitrogenous  substance, — It  might  be  expected 
that  the  solubility  of  the  substance  giving  up  the  ammonia  might 
exert  some  influence  upon  the  rate  of  the  reaction.  To  test  this 
point  egg  albumen  was  used.  A  solution  was  made  of  this  sub- 
stance, and  a  portion  taken  for  analysis.  A  second  sample  was 
heated  gently  with  mercuric  chloride  to  coagulate  it,  and  then 
submitted  to  analysis.  The  results  obtained  were  5.40  and  5.24 
parts  of  nitrogen  jjer  million  respectively.  This  experiment  has 
some  bearing  upon  the  results  in  filtration  work,  and  especially 
in  the  septic  tank  effluents;  for,  other  things  being  equal,  the 
soluble  substance  will  give  off  relatively  more  of  its  nitrogen 
than  the  insoluble. 

Percentage  of  total  nitrogen  recovered  as  albuminoid  ammo- 
nia,— Having  shown  some  of  the  minor  variations  which  may  be 
expected  in  a  sewage  analysis,  I  will  now  report  some  work  under- 
taken to  find  out  just  what  percentage  of  the  total  nitrogen  we 
may  expect  to  get  off  in  the  albuminoid-ammonia  process,  under 
the  standard  conditions  of  analysis.  I  will  assume  that  the 
Kjeldahl    process   for   total  organic   nitrogen  gives   that  figure 
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with  sufficient  accuracy.  Some  doubt  has  recently  been  thrown 
uj)on  the  corre<5tnes8  of  this  view^^*^*  but  for  small  quantities  of 
nitrogen  I  believe  the  Kjeldahl  results  to  be  accurate.  In  some 
control  experiments  made  with  the  Gunning  modification  of  the 
Kjeldahl  process  and,  in  parallel,  with  a  much  simpler  modi- 
fication, to  be  described,  later,  theoretical  results  were  obtained 
within  the  accuracy  of  the  Nessler  reading,  urea  and  asparagin 
being  used.  Next  a  number  of  substances  likely  to  be  found  in 
sewage  were  analyzed  by  the  albuminoid-ammonia  process,  and 
by  the  Kjeldahl,  and  the  percentages  of  the  total  nitrogen  given 
oflF  in  the  former  were  calculated.     The  results  were  as  follows; 

Percentage  of  Total  Nitrogfen 
Substance  Recovered  as  *'  Albuminoid 

Nitrogen  " 

Egg  albumen       -        - 32 

Vitilline 18 

Casein 21 

Gelatin    -.---.-.  42 

Grass  extracts  — 

Cold  water 54 

Hot  water 48 

Chloroform  (chlorophyll)    -        -        -        -       29 

Peptone  (Witte's) 30 

Asparagin -        -        73 

Urea 4 

Tap  water 45 

Similar  work  on  sewages  gave,  as  an  average  of  fifteen  analy- 
ses, a  value  of  34.8  per  cent,,  with  maximum  and  minimum 
values  of  le5.2  and  54.8  per  cent.  These  wide  variations  merely 
show  the  impossibility  of  forming  any  estimate  of  the  amount  of 
nitrogenous  material  present  in  a  sewage  from  its  albuminoid 
ammonia.  Taking  twice  the  albuminoid  as  a  total,  we  get  a  maxi- 
mum error  of  70  jx^r  cent. ;  with  three  for  the  factor,  the  maxi- 
mum error  is  34  per  cent. ;  while,  with  the  formula  proposed 
by  Mr.  Fuller,  a  much  closer  agreement  is  found  in  all  cases, 
although  the  maximum  difference  in  this  case  is  25  per  cent,  of 
the  total.  The  formula  includes  the  free  ammonia  as  well  as  the 
albuminoid.     It  is 

^  ,  -     .,  120*  (albuminoid   nitrogen V 

Total  nitrogen  =^  -—^^ 1. — i — r-  . 

nitrogen   of    free    ammonia 
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It  seems  that,  in  view  of  these  results,  and  of  those  quoted  by 
Fuller,  the  albuminoid-ammonia  process,  as  applied  to  sewage, 
has  very  little  value,  and  might  safely  be  replaced  by  the  Kjeldahl 
process,  or  some  modification  of  that  process. 

The  writer  finds,  by  a  comparative  study,  that  the  simple 
method  used  by  Palmer  ^^  in  his  study  of  the  streams  polluted 
by  Chicago's  sewage,  gives  as  good  results  as  either  the  Kjeldahl 
or  the  Gunning  process.  Palmer's  method  consists  merely  in 
digesting  with  sulphuric  acid  until  the  liquid  clears  up,  and  then 
neutralizing  and  distilling  oflF  the  ammonia  formed.  With 
sewage  the  method  can  be  made  very  rapid,  half  an  hour  suf- 
cihg  for  the  complete  digestion.  In  about  half  the  cases  tried 
in  this  way  it  was  found,  by  making  up  the  digested  sample 
to  250  c.c,  and  taking  out  2  c.c,  neutralizing  and  making  up  to 
50  c.c,  that  the  tube  could  be  directly  nesslerized.  In  other 
cases  this  could  not  be  done,  a  turbidity  occurring  on  nesslerizing. 
Lack  of  time  has  prevented  a  detailed  study  of  this  point,  but  it 
is  believed  that  some  way  will  be  found  of  overcoming  the  diffi- 
culty, and  that  it  will  be  possible  to  nesslerize  the  solutions 
directly.  If  this  is  so,  it  will  be  possible  to  make  a  determina- 
tion of  the  free  ammonia  by  the  direct  method,  and  of  the  total 
nitrogen  by  the  Kjeldahl  method,  in  about  the  same  time  that  is 
now  required  for  the  distillations. 

CONCLUSIONS. 

In  conclusion,  I  would  sum  up  the  more  important  points 
shown  by  this  work: 

All  free  and  saline  ammonia  is  recovered  in  the  distillate  by 
the  ordinary  process. 

Many  albuminoid  and  other  nitrogenous  substances  decompose 
on  boiling  with  sodium  carbonate,  giving  oflf  free  ammonia,  caus- 
ing an  error  in  both  the  free  and  the  albuminoid  ammonia  values. 

The  percentages  of  the  total  nitrogen  given  off  as  albuminoid 
ammonia  are  so  variable  that  no  indication  of  the  total  nitrogen 
can  be  obtained  from  the  albuminoid-ammonia  figures. 

A  simplified  Kjeldahl  process  and  a  method  for  the  direct 
reading  of  ammonia  are  suggested  which,  together,  can  be  made 
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in  about  the  same  time  as  the  two  distillations  as  carried  out  at 
present,  and  both  of  which  are  constant  and  accurate. 

If,  upon  further  study,  the  facts  brought  out  here  are  found  to 
be  correct,  the  question  arises  whether  the  time  has  not  come  for 
some  such  official  body  as  the  Standard  Methods  Committee  of 
this  section  to  make  formal  inquiry,  and,  if  they  deem  it  wise,  to 
make  official  recommendations  in  regard  to  the  best  and  most 
desirable  method  of  procedure  in  sewage  analysis. 
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A  SIMPLE  TEST  FOR  THE  ROUTINE  DETECTION  OF 
THE  COLON  BACILLUS  IN  DRINKING  WATER.* 

William  Royal  Stokes,  M.D., 
Baltimore,  Md. 

{From  the  LaborcUory  of  the  State  and  City  Boards  of  Healthy  Baltimore^  Md.) 

The  test  which  I  propose  for  the  routine  detection  of  the 
colon  bacillus  in  water  depends  mainly  upon  their  organism's 
well-known  gas-producing  characteristics,  which  have  been  previ- 
ously described  by  Theobald  Smith.*  Its  influence  upon  the  anilin 
dye  known  as  neutral-red  is  also  of  importance  from  a  diagnostic 
standpoint,  and  a  brief  review  of  the  experiments  with  this  dye  is 
therefore  in  order. 

Rothberger'^  first  pointed  out  the  diflFerence  between  cultures 
of  the  colon  bacillus  and  those  of  the  typhoid  bacillus  when 
grown  in  neutral-red  agar  tubes.  The  colon  bacillus  produced  a 
yellow  fluorescent  appearance,  while  the  typhoid  bacillus  caused 
little  or  no  change  in  the  port-wine-red  color  of  the  neutral-red 
agar.  He  thought  that  this  change  was  caused  by  a  process  of 
reduction,  since  exposure  to  the  air  brought  back  the  original 
color. 

Savage,'  Irons,*  and  others  have  applied  this  test  to  the 
routine  examination  of  drinking  water  for  the  presence  of  Bacillus 
coli  communis,  and  Irons  made  a  series  of  comparative  tests 
between  285  specimens  of  waters  inoculated  into  fermentation- 
tubes  and  into  neutral-red  broth  cultures.  The  reduction  of  the 
port-wine-red  color  of  the  neutral-red  broth  took  place  in  47  per 
cent,  of  cases,  while  only  35  per  cent,  of  the  dextrose  fermenta- 
tion-tubes gave  the  characteristic  gas  formation  of  about  33  per 
cent.,  which  is  considered  as  an  almost  accurate  indication  of  the 
colon  bacillus.  Irons  again  examined  all  of  the  specimens  which 
reduced  neutral-red  broth,  but  which  failed  to  produce  33  per 
cent,  gas  formation  in  dextrose  bouillon  in  the  fermentation-tube. 

*Read  at  the  meeting  of  the  Laboratory  Section  of  the  American  Public  Health  Asso- 
ciation, October  28, 1903. 
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He  found  that  in  every  case  except  three  he  could  isolate  other 
bacteria  which  reduced  neutral-red,  while  he  failed  to  demonstrate 
the  presence  of  the  colon  bacillus  in  all  but  two  of  these  twenty- 
two  specimens.  It  can  be  granted,  therefore,  that  Whipple's 
dextrose  fermentation-tube  test  furnishes  a  more  accurate  test 
than  the  neutral-red  bouillon  tubes  for  the  routine  detection 
of  Bacillus  coli,  since  in  addition  Irons  isolated  various  other 
bacteria  from  river  water  belonging  to  the  enteritidis,  proteus, 
cloacae,  and  non-gas-producing  groups  which  reduced  neutral-red 
in  the  bouillon  test-tube. 

Gage  and  Phelps*  have  used  neutral-red  in  bouillon  and  shake- 
agar  cultures  in  the  routine  detection  of  Bacillus  coli  communis, 
but,  uix)n  finding  that  a  large  number  of  other  bacterial  species 
caused  the  same  reduction  of  red  to  yellow,  they  concluded  that  it 
was  of  little  value  as  a  confirmatory  test  of  the  colon  bacillus. 

Jordan,®  in  his  investigation  of  the  river  waters  in  Illinois,  has 
made  an  accurate  classification  of  the  various  types  of  fermentative 
bacteria  found  in  water,  and  this  work  has  greatly  helped  the  search 
for  a  simple  test  for  isolating  the  colon  bacillus  from  water. 

Groups  I  and  II,  which  gave  the  characteristic  cultural  and 
fermentative  reactions  of  Bacillus  coli  and  Bacillus  lactis  aero- 
genes,  can  be  passed  without  further  comment,  but  Groups  III 
and  IV,  with  their  subdivisions,  need  further  mention. 

Group  III  liquefies  gelatin,  casein,  and  blood  serum,  and 
ferments  glucose  and  sucrose,  but  not  lactose,  Subdivision  1 
forming  less  than  30  |)er  cent,  of  gas  in  the  fermentation-tube, 
Subdivision  2  not  liquefying  gelatin,  while  Subdivision  3,  called 
the  cloacae  group,  produces  over  50  per  cent,  of  gas  in  glucose 
and  sucrose  bouillon.  Jordan  mentions  the  fact  that  a  few  of 
these  types  in  Subdivision  3  slowly  ferment  lactose;  but  it  will  be 
admitted  by  all,  I  think,  that  even  this  type 'will  not  produce  30 
per  cent,  of  gas  in  forty-eight  hours.  As  I  shall  later  lay  great 
stress  upon  the  specific  action  of  the  colon  bacillus  upon  lactose 
bouillon,  this  point  has  been  mentioned  at  this  time.  Group  IV 
resembles  mainly  the  colon  bacillus,  but  alkalinizes  milk,  and  only 
produces  gas  in  dextrose  bouillon,  not  affecting  lactose  or  sucrose. 
Its  failure  to  ferment  lactose  is  thus  of  diagnostic  importance. 
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I  have  also  isolated  a  series  of  organisms  from  the  tap  water 
in  Baltimore,  and  from  various  streams  and  wells  in  Maryland, 
which  correspond  in  the  main  to  Jordan's  groups,  and  the  follow- 
ing tables  show  the  fermentation  characteristics  of  these  groups 

iif  detail : 

TABLE  I. 


GROUP   I  — B.   VULGARIS. 

Gas  Prod, 
and  Ratio. 

Glucose        -----    20jj: 

Carbon-dioxide,  1  part 

Hydrogen,  1  part 

Lactose 6-10^ 

Sucrose 25^ 

Carbon-dioxide,  1  part 

Hydrogen,  2  parts 

GROUP   II  — B.   CLOACAE. 

Glucose        -        .        -        .     eO-lOO^ 

Carbon -dioxide,  2  parts 

Hydrogen,  1  part 

Lactose   -----     Q-lOj^ 

Sucrose        ...        -     60-^100^ 

Carbon -dioxide,  2  parts 

Hydrogen,  1  part 

GROUP  :il  —  B.   CLOACAE  (NON- 
LIQUEPACIENS). 

FermentatioD  formula  same  as  Group  II. 
GROUP   IV  —  B.   GASOFORMANS. 

Glucose        -        -  -        -    SOjT 

Carbon -dioxide,  2  parts 

Hydrogen,  1  part 

Lactose 90-100^? 

Carbon-dioxide,  2  parts 
Hydrogen,  1  part 

Sucrose 90% 

Carbon -dioxide,  2  parts 
Hydrogen,  1  part 

GROUP  V  — B.   GASOPORMANS  (NON- 
LIQUEFACIKNS). 

Fermeutation  formula  same  as  Group  IV. 


CROUP  VI  —  B.   ENTERITIDIS  (HOG- 
CHOLERA   group). 

Gas.  Prod, 
and  Ratio 

Glucose        -        -        -        -       40-50^ 

Carbon-dioxide,  1  part 

Hydrogen,  2  parts 

Lactose    ------    0 

Sucrose        -----        0 


GROUP   VII 

Glucose 


B.   PRODIGIOSUS. 

-    405^ 

Carbon-dioxide,  1  part 

Hydrogen,  2  parts 

Lactose   -----         90^ 

Carbon-dioxide,  2  parts 

Hydrogen,  1  part 

Sucrose 80^ 

Carbon-dioxide,  2  parts 
Hydrogen,  1  part 

GROUP   VIII — B.   PYOCYANEU8. 

No  fermentation  of  sugar  bouillons. 

GROUP   IX  — B.    PSEUDO-COLI. 

Glucose STy^ 

Carbon-dioxide,  1  part 
Hydrogen,  2  parts 

Lactose 40-70^ 

Carbon-dioxide,  2  parts 
Hydrogen,  1  part 

Sucrose 90% 

Carbon-dioxide,  2  parts 
Hydrogen,  1  part 

GROUP   X  —  B.   COLI. 

Glucose        -        .        -        -       40-50^ 

Carbon-dioxide,  1  part 

Hydrogen,  2  parts 

Lactose Same 

Sucrose        -        -        -        -         0-30^^ 

Carbon -dioxide,  1  part 

Hydrogen,  2  parts 
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Note.— This  classification  is  based  upon  the  findings  of  the  author  and 
the  groups  described  by  Jordan.  Fuller  and  Johnson  describe  a  B.  pyocy- 
aneus  that  ferments  glucose,  but  the  recent  work  with  this  organism  seems 
to  indicate  that  the  true  B.  pyocyaneus  does  not  ferment. the  various  sugars 
with  gas  production.  It  is  not  claimed  that  these  figures  and  ratios  will  not 
vary,  but  the  present  table  is  simply  meant  to  form  the  basis  for  a  working 
hypothesis  for  further  work. 

TABLE  II. 


Neutral-Red  Re- 

^m of  Gas  io  Lac- 

action  in  Lactose 

CO,-l-H-2 

Group  I 

B.  vulgaris 

Positive 

Negative 

Group  II 

B.  cloacae 

Negative 

Negative 

Group  III 

B.  cloacae  (non-liquefaciens) 

Negative 

Negative 

Group  IV 

B.  gasoformans 

Negative 

Negative 

Group  V 

B.  gasoformans 

Negative 

Negative 

Group  VI 

B.  enteritidis 

Positive 

Negative 

Group  Vil 

B.  prodigiosus 

Negative 

Negative 

Group  VIII 

B.  pyocyaneus 

Negative 

Negative 

Group  IX  . 

B.  pseudo-coli 

Negative 

Negative* 

Group  X 

B.  coli 

Positive 

Positive 

Group  I  corresponded  to  the  type  of  Proteus  vulgaris,  or  Bacil- 
lus vulgaris,  and  was  isolated  in  fifty-eight  instances.  These 
organisms  produced  about  20  per  cent,  of  gas  in  glucose  and 
sucrose  bouillon,  but  lactose  bouillon  showed  no  gas  formation. 
Twenty  specimens  did  not  liquefy  gelatin.  Group  II  was  similar 
to  the  subdivision  of  Jordan's  proteus  group  which  he  called  the 
cloacae  subdivision.  These  bacteria  produced  from  60  to  100  per 
cent,  of  gas  in  dextrose  (glucose)  and  sucrose,  but  lactose  never 
showed  more  than  10  per  cent,  of  gas.  Gelatin,  serum,  and 
casein  were  rapidly  liquefied.  Group  III  gave  the  same  fermen- 
tation formula  as  Group  II,  but  neither  gelatin,  serum,  nor  casein 
was  liquefied.  This  I  called  Bacillus  cloacae  (non-liquefaciens). 
Forty-four  specimens  of  Group  II  and  eighty-six  of  Group  III 
were  isolated  from  the  various  waters. 

Group  IV  has  been  included  in  the  proteus  group  by  Jordan, 
but  I  think  that  this  group  deserves  a  special  classification.  This 
has  been  named  Bacillus  gasoformans  because  it  produces  rapid 
gas  formation  in  dextrose,  lactose,  and  sucrose.  Dextrose  shows 
about  80  per  cent.,  lactose  100  per  cent.,  and  sucrose  90  per  cent. 

•Positive  once  in  567  specimens. 
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of  gas  in  the  fermentation-tube.  This  organism  liquefied  gelatin, 
and  was  isolated  twenty -two  times. 

Group  V  resembled  Group  IV,  but  did  not  liquefy  gelatin.  It 
was  called  Bacillus  gasoformans  (non-liquefaciens),  and  was 
obtained  in  thirty-three  instances. 

Group  VI  corresponded  to  Bacillus  enteritidis  and  produced 
about  40  per  cent,  of  gas  in  dextrose  bouillon,  but  did  not  aifect 
lactose  and  sucrose.  Thirteen  specimens  of  this  group  were 
obtained,  of  which  seven  rendered  milk  alkaline,  and  six  acidu- 
lated milk.     One  specimen  liquefied  gelatin. 

Group  VII  was  Bacillus  prodigiosus,  which  formed  a  brilliant 
red  pigment  and  liquefied  gelatin  rapidly.  It  produced  50  per 
cent,  of  gas  in  glucose,  about  90  per  cent,  in  lactose,  and  about 
70  per  cent,  in  saccharose  bouillon. 

Group  X  was  the  Bacillus  coli  communis,  and  its  well-known 
property  of  producing  about  50  per  cent,  of  gas  in  dextrose  and 
lactose  need  hardly  be  mentioned. 

Bacillus  coli  was  isolated  295  times,  and  fifteen  specimens  were 
obtained  from  water  which  corresponded  to  Bacillus  coli  in  every 
particular,  excepting  that  they  liquefied  gelatin,  and  usually  pro- 
duced from  GO  to  100  per  cent,  of  gas  in  sucrose  bouillon. 

In  all,  567  fermentative  bacteria  was  isolated  from  the  various 
water  supplies  throughout  the  state  of  Maryland  and  the  city  of 
Baltimore. 

I  have  described  the  various  types  of  gas  production,  in  order 
to  point  out  the  fact  that  the  colon  bacillus  produces  results  in  the 
lactose  bouillon  fermentation-tube  which  might  be  considered  as 
characteristic.  The  members  of  the  other  groups  mentioned 
above  either  produce  more  or  less  gas  than  the  Bacillus  coli  in 
lactose  bouillon,  and  when  more  gas  is  produced  the  ratio  of 
CO  3  to  H  is  reversed  as  compared  to  that  of  the  colon  bacillus. 

While  using  the  usual  1  per  cent,  solution  of  0.5  per  cent, 
aqueous  neutral-red  in  bouillon,  it  occurred  to  me  that  this  same 
method  might  be  applied  to  fermentation  tubes,  and  I  added  0.1 
gr.  per  liter  of  neutral-red  to  all  of  the  three  sugar  bouillons  in 
the  fermentation-tubes. 

The  routine  use  of  this  dye  has  proved  that  the  colon  bacillus 
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apparently  always  produces  a  typical  color  reaction  in  all  three 
tubes,  although  some  other  organisms  produce  the  same  result. 

In  dextrose  and  lactose  the  reaction  is  especially  marked,  and 
consists  in  a  reduction  of  the  port- wine-red  color  of  the  bouillon 
in  the  closed  end  of  the  fermentation  tube  to  a  clear  canary- 
yellow,  or  at  times  a  darker  orange  color.  The  open  bulb  remains 
red,  and  a  sharp  line  of  demarkation  between  the  yellow  and  red 
color  takes  place  in  the  stem  uniting  the  open  and  closed  bulbs.  * 

After  carefully  examining  the  fermentation  formulas  of  567 
gas-producing  bacteria,  I  have  been  able  to  find  only  sixteen 
specimens  which  produced  gas  varying  from  30  to  60  per  cent,  in 
lactose  bouillon.     These  were  called  Group  IX,  or  B.  pseudo-coli. 

These  were  all  members  of  Bacillus  gasoformans  group;  and 
if  we  relied  entirely  upon  the  50  per  cent,  of  gas  production  in 
lactose  bouillon,  we  should  have  a  percentage  of  error  of  2.  All 
but  six  of  these  organisms  gave  an  inverted  gas  formula,  however; 
that  is,  2  parts  of  COg  to  1  part  of  H;  and  although  I  have 
tested  only  four  in  lactose  neutral-red  lx>uillon  in  the  fermenta- 
tion-tube, in  every  case  but  one  the  entire  medium  was  turned 
yellow,  and  did  not  show  the  typical  contrast  of  port- wine-red  and 
yellow,  so  typical  of  Bacillus  coli.  I  have  also  inoculated  neutral- 
red  glucose  fermentation-tubes  with  Bacillus  coli  in  combination 
with  one  of  each  of  the  above  groups,  and  in  every  instance  the 
colon  bacillus  maintained  its  typical  gas  production,  and  pro- 
duced the  contrast — yellow-red  reaction. 

I  have  examined  567  gas  formulas,  and  have  found  only  six  of 
these  corresiX)nding  to  the  formula  in  lactose  bouillon  of  Bacillus 
coli  which  failed  to  give  the  other  tests  for  the  colon  bacillus. 
Three  of  these  turned  neutral -red  entirely  yellow  in  both  branches 
of  the  fermentation-tube,  leaving  one  in  567  specimens  (two  not 
tested  in  lactose)  which  could  have  been  mistaken  for  the  colon 
bacillus,  if  direct  inoculation  of  fermentation-tubes  had  been 
employed,  without  further  plating  and  isolation. 

Neutral-red  lactose  bouillon  gave  the  yellow-red  contrast  reac- 
tion with  Bacillus  proteus,  Bacillus  Salmonii,  Bacillus  cloacae, 
and  Bacillus  enteritidis;  but,  of  coui-se,  no  gas  was  produced; 
while  many  specimens  of  Bacillus  coli  gave  the  typical  yellow-red 
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Typical  reaction  of  the  B.  coli  in  lactose  bouillon  in  the 
fermentation  tube,  showing  the  yellow-red  reaction  with 
neutral  red. 
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color  reaction  as  well  as  the  gas  production.  The  Bacillus  pro- 
digiosus  turns  lactose  entirely  yellow  and  produces  90  per  cent, 
of  gas  in  lactose.  I  have  not  had  the  chance  to  apply  the  other 
members  of  Jordan's  chromogenic  group  to  the  lactose  neutral- 
red  test,  but  these  are  the  only  gas-producing  water  bacteria  which 
I  have  not  used,  as  far  as  I  know,  since  it  seems  to  be  well  estab- 
lished that  Bacillus  pyocyaneus  does  not  produce  gas,  and  this 
accords  with  my  own  experience. 

In  conclusion,  I  think  that  the  combination  of  the  production 
of  from  30  to  50  per  cent,  of  gas,  the  proportion  of  1  part  of  car- 
bon dioxide  to  2  of  hydrogen,  and  the  neutral-red  yellow-red  con- 
trast reaction  in  lactose  bouillon  in  the  fermentation  tube  forms  a 
characteristic  reaction  for  Bacillus  coli. 

I  therefore  propose  it  as  a  provisional  test  for  the  present, 
always  to  be  controlled  by  isolation  in  pure  culture.  I  hope  that 
further  work  will  prove  that  the  isolation  in  pure  culture  is 
unnecessary.  We  shall  then  be  able  to  substitute  the  simple 
inoculation  of  a  fermentation-tube  with  varying  amounts  of  water 
for  the  wearisome  week's  work  now  in  vogue  for  the  isolation  of 
the  colon  bacillus  from  water. 
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ISOLATION  OF  BACILLUS  COLI  COMMUNIS  FROM 
THE  ALIMENTARY  TRACT  OF  FISH  AND  THE 
SIGNIFICANCE  THEREOF.* 

George  A.  Johnson, 
New  York,  N.  Y. 

In  the  selection  of  a  public  water  supply  it  often  happens  that 
a  decision  regarding  the  sanitary  character  of  the  same  is  based 
almost  wholly  upon  analytical  evidence.  For  want  of  a  better 
substitute,  the  colon  bacillus  has  been  quite  generally  accepted  as 
an  index  to  pollution ;  and  although  opinion  varies  widely  regard- 
ing the  absolute  value  of  the  colon  test  in  sanitary  water  analysis, 
and  although  it  is  to  be  admitted  that  it  has  its  limitations,  yet 
nearly  everyone,  including  the  most  doubtful,  is  inclined  to  look 
with  suspicion  upon  a  water,  which,  on  analysis,  discloses  the 
presence  of  the  colon  bacillus. 

More  has  been  written  in  recent  years  regarding  this  organism 
and  allied  forms  than  upon  almost  any  other  topic  relating  to  the 
bacterial  analysis  of  water.  The  value  of  the  qualitative  test  for 
B.  coli  communis  has  been  questioned  for  three  reasons;  namely, 
(1)  because  the  presence  of  a  few  of  these  organisms  in  a  water 
does  not  necessarily  mean  that  it  is  made  unfit  for  primary  pur- 
poses thereby ;  (2)  because  there  are  numerous  saprophytic  forms 
which  show,  upon  study,  cultural  characteristics  identical,  or 
nearly  identical,  with  those  shown  by  the  colon  bacillus ;  and  (3) 
because  the  fact  that  the  colon  bacillus  is  occasionally  found  in 
apparently  pure  waters  does  not  necessarily  imply  that  the  typhoid 
bacillus  is  also  present. 

Of  the  more  recent  writers  on  the  subject  Prescott^  has  pointed 
out  that  bacteria  corresponding  in  every  way  to  B.  coli  are  not 
confined  to  animal  intestines,  but  are  widely  distributed  elsewhere 
in  nature.  He  says:  "Certain  lactic-acid  bacteria  isolated  from 
sources  apparently  free  from  contamination  are  absolutely  identi- 
cal with  the  colon  bacillus."     Moore,'^  on  the  other  hand,  states 

•  Read  at  the  meeting  of  the  Laboratory  Section  of  the  American  Pablic  Health  Asso- 
ciation, October  26, 1903. 
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that,  no  matter  if  the  colon  bacillus  is  found  elsewhere  than  in 
the  digestive  tract  of  living  animals,  including  man,  to  his  knowl- 
edge it  has  never  been  satisfactorily  demonstrated  in  any  sub- 
stance where  the  possibility  of  tracing  it  to  this  source  was  pre- 
cluded. The  demonstration  of  this  organism  in  sources  other 
than  the  digestive  tract,  in  sewage  and  in  water,  does  not  appear 
to  the  writer  to  depreciate  the  value  of  the  colon  test  in  water 
analysis  as  a  perhaps  presumptive,  but  valuable,  index  to  fecal 
contamination. 

Other  cases  than  those  cited  above  are  constantly  noted  where 
opinion  regarding  the  value  of  the  colon  test  is  divided.  Be  this 
as  it  may,  it  is  still  the  case  that,  even  in  the  face  of  adverse  criti- 
cism, the  presence  of  B.  coli  communis  in  water  is  widely  consid- 
ered as  an  unfavorable  indication,  and  the  sanitary  character  of 
such  water  suflfers  materially  in  consequence. 

It  is,  of  course,  well  known  that  the  reason  for  such  wide 
recognition  of  the  value  of  this  organism  as  an  index  to  fecal  pol- 
lution lies  in  the  fact  that  it  is  essentially  a  germ  of  sewage 
origin.  Some  writers  have  even  gone  so  far  as  to  claim  that  B. 
coli  communis  and  B.  typhosus  are  one  and  the  same,  possessing 
divergent  cultural  characteristics  at  times,  but  under  favorable 
conditions  capable  of  exerting  a  similar  action  upon  man  in  bringing 
about  enteric  disorders. 

It  is  not  the  purpose  of  this  paper  to  attempt  to  unravel  the 
badly  knotted  skein  of  evidence  for  or  against  these  theories.  It 
is  enough  to  assume  that  B.  coli  communis  has  its  specific  value 
in  indicating  the  impurity  of  a  water  supply.  It  is  enough  to  be 
assured  that  this  organism  and  B.  typhosus  are  found  together, 
even  though  it  is  knowu  that,  while  the  former  is  always  present 
where  the  latter  is  found,  the  latter  is  not  always  found  to  exist 
in  common  With  the  former.  It  is  an  indisputable  fact  that  B. 
coli  communis  is  a  constant  inhabitant  of  intestinal  matter.  It  is 
equally  certain  that  it  is  not  a  constant  inhabitant  of  sources 
other  than  this. 

It  is  the  opinion  of  the  writer  that,  if  the  value  of  the  colon 
test  in  sanitary  water  analysis  is  depreciating,  it  is  not 
because  it    lacks   substantial    ground  as   a  basis  for  its  claims 
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as  an  iiidex  to  fecal  contamination,  but  because  laboratory  meth- 
ods for  its  study  are  not  improving  along  systematic  lines  with 
the  rapidity  or  certainty  that  are  imperative.  As  Moore*  has 
very  aptly  pointed  out,  a  closer  knowledge  of  the  but  indiflfer- 
ently  understood  forms  connecting  the  accepted  colon  bacillus  and 
its  prototype  is  required.  It  is  true  that  there  are  many  forms  of 
bacteria  which  closely  resemble  B.  coli,  but  the  fact  they  fail  in 
some  specific  test  does  not  prove,  in  the  opinion  of  the  writer, 
that  they  are  not  B.  coli.  It  is  equally  true  that  the  colon 
bacillus  at  times  will  reach  a  stage  of  deterioration  where  it  will 
not  respond  to  one-half  the  prescribed  tests.  But  it  is  the  belief 
of  the  writer,  that  if  preliminary  cultivation  is  resorted  to  before 
final  results  of  growth  are  recorded,  a  much  closer  adherence  to 
fixed  characteristics  will  be  noted  in  the  study  of  the  colon  bacillus. 
A  more  thorough  preliminary  cultivation  than  was  suggested 
some  three  years  ago'  might  not  b^  unwise,  and  it  would  appear 
that,  by  taking  advantage  of  this  point,  bacteriologists  may  not 
only  be  able  to  bring  together  the  numerous  varieties  of  the  colon 
bacillus  under  one  head,  but  also  always  to  obtain  constant  results 
in  a  study  of  this  organism  in  water. 

ISOLATION   OF    BACILLUS   COLI    COMMUNIS   FROM    FISH. 

There  appear  to  the  writer  but  three  ways  in  which  the  colon 
bacillus  may  become  the  inhabitant  of  a  water;  namely:  through 
the  introduction  of  sewage,  through  the  direct  agency  of  man 
and  animals,  and  through  the  agency  of  fish. 

.Some  time  ago  the  writer  arrived  at  the  decision  that  fish 
might  well  be  admirable  vehicles  for  the  transportation  of  bac- 
terial life  from  one  body  of  water  to  another.  It  appeared  per- 
fectly feasible  to  him  that  a  fish  in  its  passage  from  ft  polluted 
into  a  comparatively  pure  water  might  carry  with  it  the  colon 
bacillus  which,  if  subsequently  isolated  therefrom,  would  entitle 
the  water  under  study,  in  accordance  with  existing  ideas,  to  a 
place  among  suspicious,  even  if  not  polluted,  waters,  and  unfit  for 
domestic  consumption. 

So  far  as  is  known  to  the  writer,  there  is  no  published  litera- 
ture bearing  directly  on  this  subject,  although  I  am  informed  by 
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Mr.  G.  C.  Whipple  that  something  in  this  line  was  done  by  him 
some  years  ago.  In  Mr.  Whipple's  study  of  the  intestinal  con- 
tents of  some  fifty  or  seventy-five  fresh-water  fish  he  was  unable 
to  find  the  colon  bacillus.  It  is  worthy  of  note,  however,  that  the 
fish  studied  by  him — including  trout,  white  perch,  and  sunfish — 
were  caught  in  an  obviously  unpolluted  water. 

Occasion  oflfered  itself  for  a  study  of  the  point  in  question  at 
St.  Louis,  Mo.,  during  the  year  of  1900,  and  the  results  of  this 
work  appear  to  the  writer  to  be  of  sufiicient  interest  to  be  placed 
on  record.  Acknowledgment  here  is  due  to  the  assistance  of  Mr. 
C.  A.  Snodgras,  who  in  a  painstaking  manner  worked  out  the 
results  given  below.  The  writer  wishes  also  to  express  his 
indebtedness  to  Dr.  Amand  Ravold  for  many  valuable  suggestions 
during  the  course  of  the  work. 

In  preparing  for  this  work,  arrangements  were  made  whereby 
freshly  caught  fish  of  well-known  species  were  expressed  to  the 
laboratory,  and  immediately  upon  their  arrival  were  oi)ened,  and 
tubes  of  broth*  inoculated  with  the  contents  of  the  large  intestine 
and  stomach  of  each. 

From  these  cultures,  after  twenty-four  hours'  incubation  at 
body  temperature,  lactose  litmus  agar  plates  were  prepared,  three 
plates  to  each  tube.  These  plate  cultures  were  incubated  for 
from  twenty-four  to  forty-eight  hours  at  body  temperature,  and 
characteristic  colonies  transferred  therefrom  to  fermentation-tubes 
containing  dextrose  broth.  These  cultures  were  allowed  forty- 
eight  hours'  incubation  at  37°  C,  and  at  the  expiration  of  that 
time,  if  gas  was  absent  from  any  of  the  tubes,  further  study  in 
such  cases  was  discontinued.  Work  in  the  case  of  the  tubes 
showing  gas  production  was  continued  as  follows: 

Lactose  litmus  agar  plates  were  prepared,  three  plates  from 
each  fermentation-tube,  and  incubated  for  from  twenty -four  to 
forty-eight  hours  at  body  temperature.  Characteristic  colonies 
were  selected  from  these  plates,  and  usually  two  or  three  stock 
cultures  were  prepared  on  slant  agar  in  the  case  of  each  plate. 
When  the  stock  cultures  had  developed  sufiiciently,  the  following 

*  Liebig's  beef  extract,  10  g. ;  peptone,  10  g. ;  dextrose,  10  g. ;  Parietti  solution,  20  c.c. ; 
distilled  water,  1,000  c.c.  Reaction  before  addition  of  Parietti  solution,  neutral  to  phenol- 
phthaleiu. 
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media  were  inoculated  therefrom:  nutrient  broth  tube,  gelatin 
tube,  fermentation  tube,  peptone  solution  for  indol,  nitrate  solu- 
tion, and  litmus  milk. 

The  cultures  giving  the  following  reactions  were  judged  to  be 
B.  coli  communis: 

Bacillus,  true  form,  obtained  in  three-day  agar  cultures. 

Motility  in  two-day  broth  cultures. 

Broth  rendered  turbid. 

Gelatin  tube,  luxuriant  growth  along  the  entire  path  of  the 
needle,  without  liquefaction  of  the  gelatin. 

Fermentation  of  dextrose  broth  with  a  total  gas  production  of 
from  25  to  75  per  cent.     Ratio  of  H  to  COjj  approximately  2  : 1. 

RESULTS    OF    TESTS    FOB    BACILLUS    COLI     COMMUNIS     IN     THE    ALI- 
MENTABY    TBACT    OF   FISH. 


Fish 

Where  Caught 

Number 
Examined 

Number  in  Which  B. 

CoLi  Communis  was 

Found 

Intestine 

Stomach 

German  carD 

Illinois  River 

13 
3 

9 

k* 

5 
1 
1 
4t 

*2 
2 

5 
2 
1 

1 

i* 

1 

1 
1 

8 

German  carp 

Mississippi  River 

Illinois  River 

1 

Buflfalo 

3 

Buffalo 

Mississippi  River 

Mississippi  River 

Illinois  River 

3 

SDOonbill  cat 

Silver  carp 

Silver  carp 

Mississippi  River 

Illinois  River 

1 

Gar    

White  perch 

Illinois  River 

2 

White  perch 

Mississippi  River 

Illinois  River 

1 

Black  bass 

Cat 

Illinois  River 

Mississippi  River 

Mississippi  River 

Illinois  River 

1 

Cat 

1 

Sunfish 

Eel 

Eel 

Mississippi  River 

Mississippi  River 

Illinois  River 

Croppie    

Sturgeon 

1 

Sturgeon 

Mississippi  River 

Mississippi  River 

Mississippi  River  ..x... 

Illinois  River 

Mississippi  River 

1 

Tooth  herring 

Sucker 

I 

Dogfish 

Dogfish 

Total  number  of  fish  examined 67 

Total  number  of  fish  from  which  B.  coli  communis  was  isolated    -        -  47 

Number  of  fish  in  the  stomach  of  which  B.  coli  communis  was  found       -  2i 

Number  of  fish  in  the  intestines  of  which  B.  coli  was  found   -        -        -  41 
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Indol  produced. 

Nitrate  reduced  to  nitrite. 

Milk  coagulated  without  liquefaction  of  the  casein;  litmus 
reddened. 

Fecal  odor  of  growth  in  broth  and  agar  cultures,  respectively. 

All  of  the  above  tests,  except  where  specifically  stated,  were 
made  after  ten  days'  incubation  at  body  temperature.  The  results 
of  these  studies  are  given  above. 

MULTIPLICATION  OF  B.  COLI    COMMUNIS    IN    THE    INTESTINAL   TBACT 

OF   FISH. 

Further  work  was  done  to  determine  whether  this  organism 
multiplied  to  any  extent  in  the  intestinal  tract.  Infusions  were 
prepared  by  suspending  the  intestinal  contents  of  several  fish  in 
distilled  Water.  These  infusions,  after  sterilization,  were  inocu- 
lated with  the  colon  bacillus.  Having  in  mind  the  fact  that 
cooked  organic  matter  offers  better  opportunity  for  the  nourish- 
ment of  bacterial  life  than  otherwise,  infusions  were  also  prepared 
by  suspending  the  intestinal  contents  in  sterilized  distilled  water 
and  filtering  the  same  through  a  Berkefeld  filter,  instead  of  resort- 
ing to  sterilization  as  in  the  case  of  the  other  infusions.  These 
latter  infusions,  while  not  found  to  be  absolutely  sterile  in  all 
cases,  were  practically  so.  They  were  also  inoculated  with  the 
colon  bacillus. 

The  results  of  this  ex[)eriment  showed  a  very  pronounced 
increase  in  numbers  of  B.  coli  after  three  days'  standing  at  a 
temperature  of  20°  C,  not  only  in  the  infusions  sterilized  before 
inoculation,  but  in  the  filtered  infusions  as  well.  Original  plates 
made  from  the  inoculated  infusions  showed  from  100  to  1,000  coli 
per  cubic  centimeter,  while  after  three  days  the  number  had 
increased  to  many  hundreds  of  thousands. 

CONCLUSIONS. 

It  has  been  shown  that  the  colon  bacillus  is  taken  up  by  fish, 
and  the  results  of  the  experiment  described  above  indicate  that  it 
multiplies  rapidly  in  the  intestinal  tract  of  the  same.  It  has  been 
shown  that  a  search  of  a  large  number  of  fish  caught  in  an  unpol- 
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luted  water  failed  to  reveal  the  presence  of  this  organism  in  the 
intestinal  tract.  It  would  seem  possible,  therefore,  that  fish,  hav- 
ing taken  up  the  colon  bacillus  from  a  polluted  water  might 
njigrate  to  a  water  of  comparative  purity,  where  they  would  natur- 
ally discharge  the  greatly  increased  number  of  these  organisms. 

Whether  the  finding  of  the  colon  baoillus  deposited  in  a  water 
in  this  manner  would  depreciate  the  value  of  the  colon  test  in  the 
examination  of  a  public  water  supply  is  a  question.  It  would 
certainly  appear  that,  if  the  colon  bacillus  can  be  thus  easily 
transferred  from  one  water  to  another,  the  transportation  of  the 
typhoid  bacillus  may  be  considered  quite  as  likely.  At  least  the 
above  results  may  explain  the  apparent  phenomenon  frequently 
noted  where  B.  coli  communis  is  found  in  comparatively  large 
numbers  in  waters  apparently  open  to  but  remote  chances  for 
fecal  contamination. 
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SODIUM   SULPHITE:    A   DANGEROUS    FOOD- 
PRESERVATIVE.* 

Charles  Harrington,  M.D., 
Assistant  Professor  of  Hygiene,  Harvard  Medical  School. 

The  extent  to  which  sodium  sulphite  is  used  as  an  admixture 
to  meat  and  canned  vegetables  is  not  commonly  known,  and  those 
who  are  aware  of  its  use  are  generally  misinformed  as  to  the 
reason  of  its  employment.  It  is  classed  as  a  food  preservative, 
but  its  antiseptic  properties  are  comparatively  feeble.  It  is  used 
more  especially  on  account  of  its  effect  on  the  appearance  of  the 
food  to  which  it  is  added,  its  preservative  influence  being  decidedly 
a  minor  consideration.  It  confers  upon  mince  meat  an  abnor- 
mally brilliant  red  color,  which  conveys  to  the  purchaser  the  idea 
of  freshness;  and  it  has  a  bleaching  effect  on  canned  asparagus 
and  canned  corn,  thus  making  these  articles  more  attractive  to  the 
eye.  Its  most  extensive  use  is  in  the  preparation  of  that  form  of 
minced  meat  which  we  know  as  "  Hamburg  steak."  This  is  made 
from  beef  trimmings  and  inferior  parts  of  the  carcass;  and  after 
it  has  received  its  chemical  treatment,  it  takes  on  a  reduess  that 
is  much  more  pleasing  to  the  eye  than  the  grayish-brown  color 
which  develops  within  a  few  hours  if  no  sulphite  is  added.  This 
color,  due  to  the  fact  that  the  salt  favors  the  formation  of 
oxyhemoglobin,  is  very  persistent  on  the  exterior  of  the  mass,  but 
is  not  so  marked  in  the  inner  portions,  which,  however,  acquire 
the  same  appearance  on  exposure  to  the  air.  Persisting  as  it 
does,  meat  which  is  in  reality  well  advanced  in  decom|X)sition  is 
readily  disposed  of  as  perfectly  fresh,  for  although  the  number  of 
bacteria  per  gram  may  run  as  high  as  500  millions,  it  may  give 
off  no  marked  odor.  Aside,  then,  from  the  effects  of  the  com- 
pound on  the  system,  it  may  fairly  be  said  that,  on  account  of  its 
masking  decomposition,  it  is  an  undesirable  admixture. 

The  first  experiments  which  ""yielded  definite  results  showing 
that  the  salt  acts  poisonously  on  the  system  were  reported  in  1896 

*  Road  at  the  meeting  of  the  Laboratory  Section  of  the  American  Public  Health  Asso' 
ciation,  October  26, 1903. 
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by  Kionka/  who,  working  with  dogs,  discovered  evidence  of  exten- 
sive injury  in  practically  all  of  the  organs.  His  results  were 
accepted  for  a  time  as  conclusive;  but,  in  1901,  Abel^  reported 
that  daily  doses  of  0.5  to  1.0  gram,  and  once  as  much  as  2.5  grams, 
taken  by  himself  and  seventeen  others  for  twelve  days,  caused  no 
discomfort  nor  observable  effects  of  any  kind  whatever.  Then, 
Lebbin  and  Kallmann^  fed  young  dogs  for  sixty  days  with  meat 
containing  0.20  per  cent.,  and  found  no  lesions  on  post-mortem 
examination.  They  gave  large  doses  (10  grams)  in  25  per  cent, 
and  40  per  cent,  solutions  to  rabbits  by  means  of  the  stomach - 
tube,  and  observed  nothing  more  serious  than  diarrhea  and  slight 
congestion  of  a  portion  of  the  gastric  mucosa.  An  equal  weight 
of  common  salt  in  30  c.c.  of  water  caused  death  within  two  hours. 
Finding,  in  addition,  that  three  men,  who,  for  three  days,  ate  meat 
containing  0.10  per  cent,  of  sulphite,  were  not  made  sick,  they 
assailed  Kionka's  work,  and,  with  others,  contended  that  sulphites 
should  be  regarded  as  harmless  in  all  respects.  This  led  Kionka* 
to  repeat  his  experiments  with  a  larger  number  (six)  of  dogs, 
which  he  fed  nine  weeks  with  meat  containing  0.20  per  cent., 
which  is  the  projx)rtion  commonly  recommended.  During  the 
whole  period,  none  of  the  animals  showed  any  outward  sign  of 
poisoning ;  and,  in  fact,  all  gained  in  weight  up  to  the  day  they 
were  killed,  when  post-mortem  examination  showed  in  each  subject 
evidence  of  marked  degenerative  changes  in  various  organs. 
Numerous  small  hemorrhages  were  observed  in  the  lungs,  endo- 
cardium, stomach,  intestines,  and  liver,  and  all  showed  acute 
nephritis.  Practically  the  same  results  were  obtained,  also  in 
dogs,  by  Schulz.^  .Kionka  repeated  Lebbin's  experiments  with 
rabbits,  and  found  that  they  died  very  quickly. 

A  number  of  writers  have  reported  discomfort,  eructations, 
headache,  and  other  effects  attributed  to  treated  meats,  and  others 
have  recorded  negative  results  from  similar  experience,  but,  for 
obvious  reasons,  such  evidence  is  hardly  worthy  of  discussion. 

Before  I  happened  to  see  Kionka's  second  paper  and  Schulz's 
communication,  I  began  an  experiment  with  cats,  giving  them  a 
daily  feed  of  freshly  hashed  beef,  to  which  was  added  0.20  per  cent, 
of  pure  crystallized  sodium  sulphite.      While  it  was  in  progress  I, 
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saw  both  papers  and  concluded  to  extend  the  time  considerably 
beyond  that  covered  by  Kionka's  experiment.  Six  cats  were 
under  observation,  one  being  a  control  and  receiving  the  same 
weight  of  untreated  meat.  Prom  the  start,  all  six  of  the  animals, 
which  were  of  the  homeless,  ill-fed,  scavenging  kind,  gained  in 
weight,  but  about  the  ninth  week,  at  which  time  Kionka  killed 
his  dogs,  all  except  the  control  began  to  lose.  The  weekly  losses 
were  not  constant:  sometimes  slight  gains  were  observed;  but 
these  were  succeeded  by  larger  losses,  so  that  the  general  trend 
of  the  weight-curve  was  downward.  At  no  time  did  any  of  the 
animals  show  any  outward  evidence  of  poisoning  up  to  five  months, 
when  all  were  killed.  On  section,  the  macroscopic  appearances 
were  negative  in  all  respects;  but  microscopic  examination  of  the 
hardened  organs,  made  by  Dr.  Tyzzer,  of  the  Pathological  Lab- 
oratory of  the  Harvard  Medical  School,  showed,  in  every  sub- 
ject, excepting  the  control,  a  parenchymatous  degeneration  of  the 
kidneys.  Each  showed  cloudy  swelling  and  marked  fatty  degen- 
eration of  the  renal  epithelium ;  and  in  one  case  there  was  an  acute 
interstitial  nephritis  in  addition  to  and  probably  dependent  upon 
parenchymatous  changes.  Otherwise,  the  results  of  the  exami- 
nation were  essentially  negative.  The  control  cat  showed  no 
pathological  changes  whatever.  She  continued  to  gain  in  weight 
to  the  end  of  the  experiment. 

Although  the  lesions  produced  were  much  less  extensive  than 
those  observed  in  Kionka's  and  Schulz's  dogs,  we  may  conclude 
that,  at  least  for  animals,  and  probably  for  the  human  subject, 
sodium  sulphite  is,  as  Kionka  first  stated,  a  dangerous  admixture 
to  food. 
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STUDIES  OF  MEDIA  FOB  THE  QUANTITATIVE  ESTI- 
MATION OF  BACTERIA  IN  WATER  AND  SEWAGE.* 

(second  paper. f) 
Stephen  De  M.  Gaoe  and  George  O.  Adams. 

{From  the  State  Board  of  Healthy  Experiment  Station^  Lawrence^  Mom.) 

In  a  report  from  this  laboratory  at  the  BuflFalo  meeting  the 
results  of  studies  of  culture  media  were  presented,  which  showed 
that  the  media  in  general  use  for  quantitative  work  enabled  us  to 
enumerate  only  a  small  percentage  of  the  total  number  of  bacteria 
in  a  given  volume  of  ordinary  water,  and  that  the  small  {)ercentage 
so  obtained  was  not  constant,  but  varied  with  diflFerent  classes  of 
water,  different  periods  of  incubation,  etc.  Furthermore,  it  was 
shown  that  higher  counts  were  obtained  by  a  simplification  of  the 
usual  media,  and  that  a  new  medium,  Nahrstoff  agar,  gave  us 
counts  many  times  greater  than  any  other.  The  studies  reported 
at  that  time  were  incomplete,  and  although  much  has  been 
accomplished  in  the  two  years  which  have  elapsed  since  that  paper 
was  prepared,  the  studies  are  apparently  as  far  from  completion 
as  before.  Nevertheless,  certain  facts  have  been  ascertained 
which  have  an  important  bearing  on  the  composition  and  prepara- 
tion of  tMfe  media,  and  it  is  thought  wise  to  present  these  for  dis- 
cussion at  this  time. 

The  opinion  has  frequently  been  advanced  that  it  is  not  good 
policy  to  destroy  the  existing,  until  the  material  is  at  hand  to 
rebuild  from  the  ruins  a  structure  of  greater  stability.  While  this 
is  perhaps  true  in  a  general  sense,  in  scientific  work  it  is  frequently 
possible  to  pick  flaws  and  determine  errors  in  existing  methods; 
and  while  data  of  this  class  have  the  tendency  to  destroy  some- 
what the  confidence  of  the  uninitiated  in  these  methods,  an  impe- 
tus is  given  to   research  work  which  will  hasten  the  rebuilding. 

*  Read  at  the  meetinfir  of  the  Laboratory  Section  of  the  American  Public  Health  Asso- 
ciation, October  26, 1903. 

tThe  first  paper,  under  the  same  title,  by  Qaoe  and  Phelps,  api>eared  in  Jour. 
Am.  Pub.  Health  Assn.^  1901,  27,  p.  393.  Mr.  Phelps  was  nuccccded  by  Mr.  Adams  in 
January,  1903. 
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The  data  here  presented  are  of  this  class — partly  destructive  of 
the  present  system,  and  at  the  same  time  serving  as  a  ground- 
work for  improved  and  more  accurate  methods  for  quantitative 
bacterial  analyses. 

A  number  of  papers  have  recently  appeared  bearing  on  the 
different  phases  of  the  media  question,  but  it  is  not  the  purpose 
of  the  writers  to  enter  into  a  review  of  the  literature  of  the 
subject.  Two  papers,  however,  may  be  mentioned  in  passing. 
Whipple*  furnishes  data  which  prove  conclusively  that  we  can 
never  hope  for  any  degree  of  accuracy  or  uniformity  in  quantita- 
tive bacteriology  until  we  relegate  gelatin  media  to  the  place  to 
which  they  belong — that  of  confirmatory  media  for  qualitative  work 
or  special  investigations.  Gustav  Hesse  f  presents  accurate  data 
on  the  effect  of  neutralization  with  various  alkalies  and  acids,  on 
the  change  in  reaction  during  sterilization,  and  on  the  effect  of 
combinations  of  these  two  problems  on  the  numbers  of  bacteria 
as  determined  by  different  media. 

method  of  expressing  results. 

Throughout,  the  results  gf  counts  of  bacteria  are  expressed  as 
relative  numbers  of  bacteria,  these  being  obtained  by  calling  the 
actual  number  on  some  one  of  the  media  100,  and  expressing  the 
other  counts  as  percentages  of  that  number.  By  this  method  of 
expression  we  have  been  enabled  to  average  results  obtained  with 
waters  containing  widely  differing  numbers  of  bacteria,  without 
giving  undue  weight  to  those  samples  which  contained  excessively 
large  numbers.  In  nearly  every  case  the  figures  given  are  an 
average  of  a  number  of  separate  comparisons.  It  is  often  the 
case  that  colonies  on  a  medium  become  obscured,  and  that  a  lower 
count  is  obtained  after  the  maximum  is  reached.  In  the  tables 
we  have  in  every  case  carried  out  this  maximum  as  the  number 
which  would  be  found  on  each  of  the  succeeding  days,  in  order  to 
eliminate,  as  far  as  possible,  the  error  due  to  liquefaction  or 
spreaders. 

•  Tech.  Quart.,  1902, 15,  p.  127. 

t^*Beitrftge  zur  Herstellung  Ton  N&hrbOden  und  zur  Bakteriensrtlchtung',*'  Ztschr.  f. 
Hyg.,  1903,  54,  p.  1. 
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composition  and  prepabation  of  media. 

The  standard  gelatin  has  been  of  the  composition  and  method 
of  preparation  recommended  by  the  Bacteriological  Committee. 
The  Lawrence  agar  is  very  similar  to  the  standard  agar,  but  con- 
tains only  1  f)er  cent,  of  agar,  and  varies  slightly  in  the  method  of 
preparation.  All  other  media,  the  preparation  of  which  is  not 
individually  described,  are  the  same  as  those  described  in  the 
former  paper. 

VARIATION    IN    THE    COMPOSITION    OF    BEEF-INFUSION    A    SOURCE   OF 
ERROR    IN    CULTURE    MEDIA. 

In  the  earlier  days  of  bacteriology  it  was  believed  that  some 
very  rich  medium  was  necessary  in  order  to  obtain  good  bacterial 
development,  and  various  ex{)erimenters  tried  different  infusions, 
finally  settling  on  beef  as  the  ingredient  best  adapted  for  the  pur- 
pose. The  use  of  beef  in  culture  media  is  a  custom  so  strongly 
ingrained  in  the  minds  of  bacteriologists  at  the  present  day  that 
it  is  extremely  diflBcult  to  shake  their  faith  in  this  ingredient.  It 
has  often  been  ix)inted  out  that  beef -infusion  and  the  commercial 
beef  extract  are  very  variable  in  composition,  but  studies  covering 
this  variation  have  hitherto  presented  only  very  meager  data.  It 
has  always  been  the  custom  at  the  Experiment  Station  to  record 
the  reaction  of  the  raw  beef -infusion,  and  of  the  same  infusion 
after  the  albumens  had  been  coagulated  by  heat  and  filtered  out. 

During  1902  determinations  of  solids  were  made  on  every  lot 
of  beef-infusion,  both  before  and  after  the  albumens  were  removed. 
Of  course,  this  is  only  a  very  rough  determination  of  the  varia- 
tion in  the  nutrient  value  of  the  different  infusions,  but,  taken 
together  with  the  acidity,  it  gives  us  an  approximate  measure  of 
this  variation.  In  all,  fifteen  lots  of  beef-infusion  were  so  deter- 
mined. In  the  raw  beef-infusion  we  found  a  variation  both  in 
total  and  organic  solids  of  over  2  per  cent,  by  weight  of  the  whole 
infusion.  After  the  albumens  were  removed  by  coagulation  and 
filtration,  we  found  a  variation  of  nearly  1  [)er  cent,  in  these 
organic  solids,  and  there  was  a  variation  in  the  reaction  of  the 
infusion  of  1.3  per  cent. 

In  other  words,  we  have  been  attempting  to  make  a  medium 
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of  approximately  uniform  composition,  taking  great  pains  that  all 
the  processes  shall  go  on  under  precisely  the  same  conditions,  and 
that  the  final  reaction  shall  be  minutely  adjusted  to  a  fixed  point ; 
and  we  are  using  as  a  basis  for  that  medium  a  substance  in  which 
the  natural  variation  in  the  nutrient  material  is  greater  than  the 
total  amount  of  accurately  determined  nutrients  (1  per  cent, 
pepton)  which  we  incorporate  with  it.  This  is,  of  course,  assum- 
ing that  the  organic  solids,  as  determined  by  the  loss  on  ignition, 
are  an  approximate  measure  of  the  material  in  the  infusion.  The 
results  of  the  analyses  of  the  diflFerent  lots  of  beef-infusion  are 
shown  in  Table  I: 

TABLE  I. 

Variation  in  Total  and  Organic  Solids  and  in  Reaction  of  Different  Lots  of 

Beef-Infusion. 


Beef- 

Solids    (Parts  per  100,000) 

Reaction 

Infusion 
No. 

Raw 

Coagulated  aud  Filtered 

Raw 

Coagu- 
lated and 
Filtered 

Total 

Organic 

Fixed 

Total 

Organic 

Fixed 

1 

2 

3 

4 

5 

6 

7 

8 

9 

10 

11 

12 

13 

14    

15 

1,816 
1,985 
1,188 
1,272 
1,408 
2,949 
2,606 
2,672 
3,340 
2,891 
2,384 
2,590 
3,472 
3,590 
2,108 

"2,418 
3,590 
1,188 

i,5a5 

1,750 
1,006 
1,092 
1,210 
2,562 
2,306 
2,340 
2,663 
2,544 
2,034 
2,204 
3,026 
3,200 
1,836 

231 
235 
182 
180 
198 
387 
301 
332 
.677 
347 
350 
386 
446 
390 
272 

941 
1,701 
1,512 
1,154 
1,026 
1,184 
1,325 
1,047 
1,502 
1,814 
1,317 
1,913 
1,516 
1,094 
1,103 

727 

1,347 

1,181 

912 

809 

910 

1,036 

801 

1,218 

1,432 

974 

1,514 

1,158 

844 

826 

214 
354 

asi 

242 
217 
274 
289 
246 
284 
382 
343 
399 
.358 
250 
277 

2.00 
2.10 
2.50 
2.30 
2.05 
1.90 
2.70 
2.60 
3.00 
2.00 
2.40 
2.30 
3.00 
3.00 
1.90 

1.70 
1.90 
2.10 
2.10 
1.70 
1.65 
2.60 
1.70 
2.70 
1.90 
2.90 
2.40 
2.80 
2.70 
1.90 

Average  . . 
Maximum 
Minimum. 

2,091 

a2oo 

1,006 

327 
677 
180 

1,343 

1,913 

941 

1,046 

1,514 

727 

297 
399 
214 

2.38 
3.00 
1.90 

2.18 
2.90 
1.65 

COMPARATIVE  VALUE  OF  MERCK's  AND  WITTE's  PEPTON  FOR 
QUANTITATIVE  CULTURE  MEDIA. 

Considerable  confusion  has  arisen  in  the  past  through  the  use 
of  various  brands  of  pepton  by  different  observers,  and  until  the 
methods  of  the  Bacteriological  Committee  recommending  Witte's 
pepton    were    adopted,    Merck's     pepton    was    the   one    used    at 


Digitized  by 


Google 


3G2 


Stephen  Db  M.  Gage  and  George  O.  Adams 


Lawrence.  In  order  to  determine  approximately  the  relative 
value  of  these  two  peptons,  lots  of  pepton  agar  were  made  with 
each,  and  samples  of  different  classes  of  water  were  plated  on 
them,  counts  being  made  daily  until  the  maximum  count  was 
reached,  incubation  being  at  20°  C.  With  four  out  of  the  five 
classes  of  water,  Witte's  pepton  gave  the  higher  count,  and  a 
maximum  count  at  an  earlier  date  than  with  Merck's  pepton. 
With  lake  water,  Merck's  pepton  gave  better  results,  but  these 
results  would  possibly  have  been  changed  had  a  larger  range  of 
surface  waters  been  covered  by  the  investigation,  the  samples 
being  confined  in  this  case  to  one  source.  The  results  of  these 
studies  are  shown  in  Table  II: 

TABLE  II. 
Relative  Numbers  of  Bacteria  on  Pepton  Agar  with  Different  Peptons. 


Class  of  Water 

Pepton 

2  Days 

4  Days 

6  Days 

S  Days 

10  Days 

12  Days 

Sewacre 

Merck's 
Witte's 
Merck's 
Witte's 
Merck's 
Witte's 
Merck's 
Witte's 
Merck's 
Witte's 

14 

51 

4 

53 

16 

22 

5 

1 

0 

35 

27 
67 
45 
69 
49 
39 
11 
22 
10 
35 

31 
100 
.65 
100 

62 
100 

33 
100 

29 

35 

39 
100 

69 
100" 

85 
100 

51 
100 

48 

35 

55 
100 

69 
100 

93 
100 

74 
100 

94 

35 

68 

Filtered  sewage 

Merrimack  River  . . . 

Filtered  water 

Lake  water 

100 

69 

100 

as 

100 

95 

100 

100 

35 

All  waters 

Merck's 
Witte's 

9 
38 

33 
53 

51 
100 

67 
100 

89 
100 

98 
100 

Pepton  aKar=>  1  per  cent,  agar,  1  per  cent,  pepton  in  water. 

EFFECT  OF  THE  KIND  OF  WATER  USED  IN  MEDIA  ON  BACTERIAL 
DEVELOPMENT. 

It  has  previously  been  shown  that  the  composition  of  the  water 
used  in  making  a  culture  medium  had  considerable  influence  on 
the  number  of  bacteria  developing  on  the  medium,  and  that  with 
media  made  from  a  given  water  a  maximum  count  was  obtained 
with  the  same  class  of  water.  In  order  to  study  this  point,  five 
lots  of  plain  agar  were  made  with  five  diflFerent  waters,  as  follows: 
regular  Lawrence  sewage  from  which  the  gross  solids  had  been 
removed  by  filtration  through  paper;  filtered  sewage,  t.  e.,  the 
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effluent  from  one  of  the  sewage  filters  at  the  Experiment  Station, 
which  was  giving  almost  complete  purification ;  Merrimack  River 

TABLE  III. 

Chemical  Analysis  of  Waters  Used  in  Making  Plain  Agars. 
(Parts  per  100,000.) 


Class  of  W^ater 

Free 
Ammonia 

Albu- 
minoid 
Ammonia 

Nitrogen  As 

Ozygren 

Nitrates 

Nitrites 

Consumed 

Sewage 

4.1000 
0.1900 
0.0086 
0,0006 
0.0088 

0.3600 
0.0240 
0.0164 
0.0056 
0.0000 

0.000 
4.620 
0.011 
0.040 
0.000 

0.0000 
0.0028 
0.0002 
0.0000 
0.0000 

5.20 

Filtered  sewage 

0.28 

Merrimack  River 

0.45 

Filtered  water 

0.20 

Distilled  water 

0.00 

TABLE  IV. 

Relative  Numbers  of  Bacteria  with  Different  Classes  of  Waters  on 

Plain  Agar  Made  with  Those  Waters 


Water  Plated 


Plain  agar  made  with 
sewage: 

Sewage 

Filtered  sewage 

Merrimack  River 

Filtered  water 

Plain  agar  made  with 
filtered  sewage: 

Sewage 

Filtered  sewage 

Merrimack  River 

Filtered  water 

Plain  agar  made  with 

Merrimack  River  water 

Sewage 

Filtered  sewage 

Merrimack  River 

Filtered  water 

Plain  agar  made  with 
city  water: 

Sewage 

Filtered  sewage 

Merrimack  River 

Filtered  water 

Plain  agar  made  with 
distilled  water: 

Sewage 

Filtered  sewage 

Merrimack  River 

Filtered  water 


2  Days 

4  Days 

BDays 

8  Days 

10  Days 

2 

40 

50 

87 

100 

0 

0 

0 

.   0 

0 

0 

11 

32 

32 

47 

0 

0 

0 

0 

0 

7 

59 

59 

81 

81 

0 

5 

5 

13 

16 

26 

32 

42 

42 

42 

21 

21 

21 

21 

21 

11 

46 

46 

64 

64 

1 

1 

10 

18 

20 

0 

21 

21 

47 

47 

0 

7 

14 

43 

57 

15 

59 

64 

65 

76 

0 

2 

23 

'31 

41 

16 

68 

74 

74 

74 

0 

14 

50 

93 

100 

9 

40 

41 

59 

59 

0 

0 

58 

81 

99 

16 

37 

42 

58 

58 

7 

14 

14 

14 

14 

12  Days 


100 

0 

47 

0 


81 
18 
42 
21 


64 
21 

47 
64 


76 

48 

100 

100 


100 
58 
21 
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water,  Lawrence  tap  water,  i.  e.,  Merrimack  River  water  after 
filtration  through  a  slow  sand  filter;  distilled  water,  i.  e.,  the  first 
portion  distilled  from  a  large  still,  this  containing  considerable 
free  animonia,  but  no  solids.  The  chemical  analyses  of  the  waters 
used  are  shown  in  Table  III. 

Samples  of  the  waters  used  in  the  preparation  were  saved,  and 
plated  out  on  the  various  media.  With  sewage  the  maximum 
.  count  was  obtained  on  the  agar  made  with  sewage.  The  maxi- 
mum growth  with  the  polluted  river  water  and  with  the  filtered 
water  was  obtained  on  the  agar  made  with  filtered  water,  while 
the  filtered  sewage,  the  purest  water  of  all  from  a  bacteriological 
standpoint,  showed  the  best  development  on  the  agar  made  with 
distilled  water.  Both  filtered  water  and  filtered  sewage  failed  to 
show  any  growth  on  media  made  with  sewage.  Other  samples  of 
water  of  the  same  classes  followed  the  same  general  laws  as  to 
preference  as  did  the  waters  with  which  the  media  were  made. 
The  relative  numbers  of  bacteria  with  the  same  waters  used  in 
the  preparation  of  the  various  media  are  shown  in  Table  IV. 

EFFECT  OF  THE  SALTS  PRESENT  IN  COMMERCIAL  AGAR  ON  THE 
DEVELOPMENT  OF  BACTERIA. 

It  has  been  pointed  out  that  one  of  the  sources  of  irregularity 
in  the  use  of  agar  media  has  probably  been  the  variation  in  the 
natural  salt  content  of  the  crude  agar.  In  order  to  test  this  phase 
of  the  problem,  a  lot  of  commercial  agar  was  divided  in  two  por- 
tions, one  portion  of  which  was  used  to  make  plain  agar,  the  other 
portion  being  allowed  to  soak  over  night  in  a  5  per  cent,  solu- 
tion of  glacial  acetic  acid*  in  distilled  water,  and  then  washed 
three  to  four  hours  in  running  water,  after  which  plain  agar  was 
made  as  with  the  first  portion.  The  theoretical  effect  of  the 
acetic  acid  would  be  to  decompose  the  compounds  of  organic 
acids  with  the  alkaline  bases,  forming  soluble  compounds  which 
would  readily  be  washed  out.  No  analysis  was  made  to  determine 
what  proportion  of  the  salts  was  removed  by  this  process. 

Different  classes  of  water  were  plated  on  the  two  media,  and 
daily  counts  made  as  usual  until  a  maximum  count  was  obtained, 

*The  treatment  with  acetic  acid  was  the  suggestion  of  Dr.  George  T.  Moore. 
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The  development  of  bacteria  was  slightly  better  on  the  agar  from 
which  the  salts  had  been  removed  than  on  the  commercial  agar, 
although  with  two  classes  of  waters  the  commercial  agar  gave 
higher  numbers  than  the  purified  agar.  The  results  of  compari- 
sons of  these  two  media  are  shown  as  follows  in  Table  V : 

TABLE  V. 

Relative  Numbers  of  Bacteria  on  Plain  Agar  Made  with  Commercial  Shred 

Agar  and  with  Washed  Commercial  Shred  Agar. 


CoMKERciAii  Agar 

Washed  Agar 

Class  of  Water 

2  Days 

4  Days 

6  Days 

8  Days 

2  Days 

4  Days 

6  Days 

8  Days 

Sewage 

13 
36 
42 

40 

15 
91 
71 
40 

29 
91 
97 
85 

31 

91 

100 

100 

27 
22 
17 
37 

65 
80 
55 
38 

100 
99 
94 
67 

100 

Filtered  sewage 

Merrimack  River 

Filtered  water 

100 
96 
73 

All  waters 

35 

57 

80 

85 

27 

63 

95 

100 

EFFECT   OF   GLYCEBIN. 

Considerable  contention  has  arisen  in  the  past  as  to  whether  it 
*was  a  benefit  to  use  a  glycerinated  agar  for  bacterial  counts.  We 
know  that  there  are  certain  forms  of  bacteria  which  will  grow  on 
a  glycerinated  medium,  but  will  not  grow  on  standard  agar. 
These  forms  are,  however,  probably  never  met  with  in  water 
analysis,  and  their  behavior  should  not  be  considered  in  this  con- 
nection. Until  within  about  two  years  an  agar  containing  3 
per  cent,  of  glycerin  was  the  regular  medium  used  at  Lawrence, 
the  glycerin  being  omitted  from  the  agar  at  the  time  the  methods 
were  changed,  to  agree  with  the  recommendation  of  the  Bacteri- 
ological Committee.  The  use  of  glycerin  agar  in  preference  to 
agar  without  glycerin  was  based  on  experiments  made  in  the  early 
history  of  the  Experiment  Station,  which  data  have  been  acci- 
dentally destroyed.  Studies  have  been  made  with  agar  containing 
various  percentages  of  glycerin,  which  show  that  somewhat  better 
development  is  obtained  on  media  without  the  glycerin.  With  the 
majority  of  waters,  however,  variations  in  the  amount  of  glycerin 
have  caused  only  a  comparatively  slight  variation  in  the  relative 
numbers.     With  filtered  sewage  the  best  results  were  obtained  on 
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a  medium  containing  6  per  cent,  of  glycerin,  the  medium  con- 
taining 1  per  cent,  of  glycerin  being  a  close  second,  and  the 
medium  containing  no  glycerin  coming  third.  With  sewage  there 
was  a  maximum  deviation  of  only  1  per  cent,  between  media  con- 
taining no  glycerin  and  any  of  the  media  containing  glycerin. 
With  water  polluted  by  sewage  this  deviation  was  considerably 
greater,  while  with  filtered  water  approximately  the  same  develop- 
ment occurred  on  the  medium  containing  2  per  cent,  of  glycerin 
and  on  the  medium  containing  no  glycerin.  The  results  of  the 
determinations  on  these  media  are  shown  as  follows  in  Table  VI : 

TABLE  VI. 
Relative  Numbers  of  Bacteria  on  Beef-Pepton  Agar  Containing  Varying 

Amounts  of  Glycerin. 


PerceQta««  of  GlToerin 

Class  of  Water 

0                1 

'     !     » 

* 

5 

6 

Sewagp 

100             96 

83           96 

100           94 

100            T2 

96    '       «\ 

95 
59 
62 
77 

96 
68 
75 
69 

93 

Filtered  sewage — 
Merrimack  River.. 
Filtered  water 

68 

83 

100 

72 
68 
37 

100 
64 
62   , 

AU  waters 

100           U 

90 

71 

77 

81 

86 

STUDIES   OF    NAHBSTOFP   A6AB. 

In  the  previous  paper  it  was  shown  that  higher  counts  of  bac- 
teria were  obtained  with  Nahrstoff  agar  than  with  any  other 
medium,  and  it  was  stated  that  this  was  probably  due  to  the  fact 
that  certain  species  of  bacteria  which  do  not  grow  on  the  usual 
media  do  iSourish  on  this  medium,  and  that  many  debilitated  indi- 
vidual bacteria  which  have  not  the  vitality  to  produce  colonies  on 
the  usual  media  are  able  to  develop  slowly  on  this  medium.  In 
order  to  test  the  truth  of  this  last  statement,  experiments  have 
been  made  with  pure  cultures  of  diflferent  species  of  bacteria. 
Three  lines  of  investigation  have  been  carried  out  with  each.  The 
cultures  were  put  through  three  generations  in  broth,  then  trans- 
ferred to  agar  streaks,  and,  after  a  two-day  incubation,  water  sus- 
pensions were  made  of  the  surface  growth.  After  being  thoroughly 
shaken,  these  were  plated  out  on  Lawrence  agar,  standard  gelatin, 


Digitized  by 


Google 


Bacteria  in  Water  and  Sewage 


307 


and  NahrstofF  agar.  The  water  suspensions  were  then  placed  on 
ice,  and  allowed  to  stand  two  days,  after  which  they  were 
thoroughly  shaken  and  again  plated  on  the  three  media.  Water 
suspensions  were  also  made  from  agar  slants  on  which  the  growth 
was  30  days  old,  and  plated  as  before.  These  three  methods  gave 
a  check  upon  one  another  the  first  giving  us  as  nearly  as 
possible  all  active  bacteria;  the  second,  the  condition  where  the 
bacteria  had  been  subjected  to  an  unfavorable  state ;  and  the  third, 
a  case  where  the  majority  of  the  individual  bacteria  were  debili- 
tated by  the  length  of  time  they  had  stood  on  media.  The 
cultures  were  selected  to  cover  as  many  types  of  water  bacteria  as 
possible,  in  all  eighteen  cultures  being  studied. 

The  results  show  that  our  former  belief  that  certain  debilitated 
individuals  would  develop  on  NahrstoflF  agar  when  they  would  not 
develop  on  standard  gelatin  or  agar,  was  not  well  grounded,  in 
nearly  every  case  the  counts  on  the  Nfthrstoflp  agar  being  less  than 
on  the  other  two  media,  and  in  the  majority  of  cases  the  counts  on 

TABLE   VII. 

Relative  Development  of  Pure  Cultures  of  Bacteria  on  Standard  Gelatin, 

Lawrence  Agar,  and  Nfthrstoff  Agar. 


a 

9 
g 

o 


n29 

1129 
1229 
1.354 
21.39 
2139 
2139 
2209 
2429 
2429 
2429 
2429 
24.39 
24:{9 
24.39 
24.39 
2439 
2449 
2469 


Name* 


Sowai^e  streptococcus  No.  131 

Se~Ti:rr  strrptnroccus  No.  191 

MuTdCoCfUS   No,  111 

Se  rcina  Luten  No.  26 

Bjt(t<'rium  No.  110 

BjH-trriiim  \o.  116 

BjH't.Tiurn  No.  117 

Pj-.-u.ioriHitias  No.  126 

B.  ty[»lH)<us  No.  143 

B.  t  vj)hosus  No.  145 

Biicillus  No.  H't 

B.  intrstinalis  No.  128 

B.  .-..li  N...  v.n 

Bjtrilln>  No.:.l 

Bjnillus  No.  .")*;    

B^KJllu.  No.  .Vs 

BiK-illu.-  No.  107 

Bjicilltis  1)  (Bact.  comm.) 

BjuiUus  B  (Bart,  comm.) 


Water  Susi»ensioD 

fnim  Fresh 

( 'uiture 


100 
100 
100 
100 
100 
100 
100 
100 
100 
100 
100 
100 
100 
100 
100 
100 
100 
100 
100 


72 
84 
145 
83 
57 
82 
80 
99 
62 
59 
80 
38 
83 
74 
Ih 
92 
64 
65 


1 
0 
90 
0 
91 
21 
76 
75 
42 
20 
56 
96 
37 
84 
75 
67 
74 
61 
29 


Water  Su  sponsion 

after  Two  Days 

on  Ice 


100 
100 
100 
100 
100 
100 
100 
100 


100 
100 
100 
100 
100 
100 
100 
100 
100 


100 
79 
64 
43 
83 
44 
100 
100 


0 
0 
78 
2 
100 
33 
100 
97 


87 
18 


50 
5 


Water  Suspension 

from  Thirty- 
Day-Old  Culture 


100 
100 

ioo 

100 
100 
100 
100 


100 
100 
100 
lOJ 
100 
100 
100 

ioo 


123    I 
90    I 

.53 
100 


94 


90 
8:^ 
46 
80 
53 
55 

.•w 

176 


0 
0 

14 
90 
19 
100 
230 


21 
50 
64 
32 
0 
25 


62 


•  For  descriptions  of  Lawrence  Species  and  methods  of  grouping  see  Rcpt.  Mass.  Board 
of  Health,  1901,  p.  415. 


Digitized  by 


Google 


368 


Stephen  De  M.  Gage  and  George  O.  Adams 


gelatin  being  the  highest.  With  the  old  cultures  a  greater  rela- 
tive number  of  bacteria  developed  on  the  Nfthrstoflf  agar  than  with 
the  fresh  cultures.  It  may  be,  however,  that  our  range  of  cultures 
did  not  include  the  specific  types  which  would  cause  the  increased 
counts  on  the  Nfthrstoff  agar  with  ordinary  waters. 

Some  attempts  have  also  been  made  to  prove  that  species 
naturally  present  in  water,  which  would  not  grow  on  the  usual 
gelatin  or  agar,  were  responsible  for  the  increased  counts  on  the 
Nfthrstoff  agar.  To  show  this,  a  large  number  of  colonies  from 
the  Nfthrstoff  agar  plates  have  been  transferred  to  Nfthrstoff  agar 
streaks,  and  the  growth  from  these  have  been  tested  to  see  whether 
the  species  would  grow  on  ordinary  gelatin  and  agar.  So  far, 
however,  these  results  have  proved  very  unsatisfactory,  and  have 
not  given  us  the  information  we  desired. 

The  results  of  the  counts  of  the  three  types  of  cultures  with 
the  different  species  are  shown  in  Table  VII. 

THE  EFFECT  OF  DECREASING  THE  AMOUNT  OF  NAHRSTOFF  IN 
NlHRSTOFF  AGAR. 

The  fact  that  a  reduction  in  the  amount  of  nutrients  in  the 
usual  media  allowed  of  an  increase  in  the  bacterial  counts  led  us 
to  believe  the  same  might  be  true  with  Nfthrstoff,  and  that  a 
better  growth  would  be  obtained  on  media  containing  less  than 

TABLE  VIII. 
Relative  Numbers  of  Bacteria  on  Nfthrstoflf  Agar  of  Diflferent  Strengths. 


Class:of  Water 

Percent- 
age of 
Nfthrstoff 

2 
Days 

4 
Days 

6 
Days 

8 
Days 

10 
Days 

Sewage 

1.0 

10 

19 

25 

25 

25 

0.5 

45 

59 

97 

100 

100 

Filtered  sewage  . . 

1.0 

20 

35 

35 

43 

43 

0.5 

35 

89 

96 

100 

100 

Merrimack  River  . 

1.0 

U 

41 

55 

55 

55 

0.5 

14 

47 

83 

100 

100 

Filtered  water 

1.0 

2 

29 

45 

54 

59 

0.5 

12 

88 

94 

100 

100 

Lake  water 

1.0 

0 

4 

7 

13 

13 

0.5 

5 

81 

100 

100 

100 

All  waters 

1.0 

9 

25 

33 

38 

39 

0.5 

22 

73 

94 

100 

100 

Digitized  by 


Google 


Bacteria  in  Wateb  and  Sewage  369 

1  per  cent,  of  Nfthrstoflf.  Two  lots  of  NalirstoflF  agar  were  made, 
one  containing  1  per  cent,  as  usual,  and  the  other  one-half  this 
amount  (0.5  per  cent);  and  comparative  platings  were  made  on 
the  two  media  with  the  various  classes  of  water.  In  every  case 
an  increased  number  of  bacteria  appeared  on  the  medium  which 
contained  the  smaller  amount  of  Nahrstoflf.  The  results  of  these 
experiments  are  shown  in  Table  VIII. 

EFFECT   OF   COOKING   NAHBSTOFF   AGAB    IN    OTHEB  THAN    NEUTBAL 

SOLUTION 

It  is  well  known  that  better  results  have  been  obtained  in  the 
preparation  of  ordinary  culture  media  if  the  cooking  were  done 
in  a  solution  which  was  slightly  alkaline,  and  the  usual  methods 
of  preparing  standard  gelatin  and  agar  have  allowed  for  this  fact. 
It  is  believed  that  the  reason  for  this  was  the  breaking  down  of 
many  of  the  albumens,  either  into  albumens  of  less  complex 
structure  or  into  simpler  compounds.  Nfthrstoflf  being  a  com- 
pound of  albumens  and  albumoses,  it  was  reasonable  to  believe 
that  the  method  of  preparing  in  neutral  solution  might  not  be  the 
procedure  best  adapted  to  obtain  the  most  favorable  medium  for 
bacterial  development.  Three  lots  of  Nahrstoflf  agar  were  made 
of  the  same  percentage  composition.  All  of  these  were  allowed 
to  cook  slowly  for  one  hour  on  the  Water  bath,  one  of  them  being 
unchanged  by  the  addition  of  acid  or  alkali,  to  one  of  them  suffi- 
cient normal  potassium  hydrate  being  added  to  make  the  solution 
about  1  per  cent,  alkaline,  and  to  the  third  sufficient  normal  hydro- 
chloric acid  being  added  to  make  the  reaction  about  plus  1  per 
cent.  After  cooking,  acid  or  alkali  was  added  in  sufficient  amount 
to  bring  them  all  back  to  the  neutral  point,  and  they  were  then 
filtered,  tubed,  and  sterilized  as  usual.  Titrations  made  after 
sterilization  showed  that  the  three  media  were  of  the  same  reac- 
tion. Comparative  platings  were  then  made  on  the  three  media 
with  waters  of  different  classes.  As  had  been  expected,  the 
media  made  in  alkaline  solution  gave  higher  counts  with  four  out 
of  five  waters.  With  sewage  the  media  made  in  acid  solution 
gave  the  highest  counts.  The  results  obtained  with  the  different 
classes  of  water  on  these  media  are  shown  as  follows  in  Table  IX : 
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TABLE  IX. 

Relative  Numbers  of  Bacteria  on  Nfthrstoff  Agar  of  the  Same  Strength  Made 
by  DiflPerent  Procedures. 


aass  of  Water 

Procedure 

2  Days 

4D^ys 

6  Days 

8  Days 

10  Days 

Sewaere 

Neutral 

25 

46 

62 

62 

62 

Alkaline 

42 

59 

71 

85 

85 

Acid 

47 

82 

100 

100 

100 

Filtered  sewage 

Neutral 

30 

53 

54 

54 

54 

. 

Alkaline 

44 

70 

89 

100 

100 

Acid 

.33 

49 

67 

73 

73 

Merrimack  river 

Neutral 

14 

37 

50 

54 

54 

Alkaline 

10 

68 

92 

100 

100 

Acid 

10 

69 

81 

92 

95 

Filtered  water 

Neutral 
Alkaline 

2 
12 

31 
.  64 

49 

89 

59 
100 

66 

100 

Acid 

17 

42 

55 

58 

58 

Lake  water 

Neutral 
Alkaline 

0 
5 

4 
41 

6 
71 

11 
98 

11 

100 

Acid 

4 

59 

82 

82 

82 

All  waters 

Neutral 
Alkaline 

15 
23 

35 
62 

46 
85 

50 
100 

51 

100 

Acid 

23 

62 

80 

84 

84 

THE  EFFECT  OF  VABIATION  IN  MEDIA  ON  THE  DETERMINATION  OF  THE 
EFFICIENCY  OF  WATER  FILTERS  IN  THE  REMOVAL  OF  BACTERIA. 

The  principal  use  of  counts  of  bacteria  at  the  Experiment  Sta- 
tion has  been  in  the  determination  of  the  numbers  of  germs  in  the 
applied  waters  and  effluents  from  the  various  waler  filters,  and  it 
has  always  been  assumed  that,  although  the  different  lots  of  media 
vary  among  themselves,  the  ratio  between  the  numbers  in  the 
applied  waters  and  in  the  effluents  would  be  approximately  a  con- 
stant on  media  of  the  same  kind;  in  other  words,  that  we  had 
comparative  results.  The  use  of  agar  instead  of  gelatin  for  work 
of  this  class  has  always  been  thought  preferable,  since  it  has  been 
proved  that  agar  was  less  subject  to  variation  than  gelatin.  It 
has  always  been  the  practice  at  Lawrence  to  compare  directly  each 
lot  of  agar  and  of  gelatin  with  the  preceding  lot  and  the  agar  and 
the  gelatin,  gelatin  being  the  standard  medium  in  so  many  other 
laboratories  that  our  idea  was  to  approximate  the  counts  on  the 
agar  to  those  which  would  be  obtained  on  the  standard  gelatin. 
In  each  comparison  we  have  plated  all  the  classes  of  water  at  the 
Experiment  Station,  and  from  comparisons  made  during  1902  we 
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have  traced  out  the  variation  in  the  efficiency  of  some  of  the  water 
filters,  as  determined  by  the  counts  on  agar  and  by  those  on 
gelatin.  In  thirty-nine  comparisons  during  the  year  an  applied 
water  for,  and  an  effluent  from,  a  filter  were  plated  on  the  various 
lots  of  media  from  which  we  could  figure  the  efficiency  of  the 
filter  for  the  day.  In  a  considerable  number  of  comparisons  the 
efficiency,  as  figured  by  two  or  more  agars,  proved  to  be  the  same, 
but  in  no  case  was  it  found  that  two  lots  of  gelatin  gave  the  same 
efficiency  figure,  the  minimum  deviation  between  any  two  lots  of 
gelatin  being  0.10.  The  results  of  the  estimation  of  efficiency  by 
different  lots  of  gelatin  and  agar  were  as  follows: 

Average  maximum  deviatipn  between  different  gelatins         •        -        -  0.92 

Average  maximum  deviation  between  different  agars                  -  0.53 

Maxin^um  deviation  between  different  gelatins 4.50 

Maximum  deviation  between  different  agars 5.00 

Minimum  deviation  between  different  gelatins 0.10 

Minimum  deviation  between  different  agars 0.00 

Average  deviation  of  agar  from  gelatin         -        -     '  -        -        -        -      +0.09 

Number  of  times  gelatin  greater  than  agar 16 

Number  of  times  agar  greater  than  gelatin 18 

Number  of  times  agar  and  gelatin  were  the  same 50 

effect  of  composition  of  media  and  period  of  incubation  on 
the  calculated  efficiency  of  water  filters. 

In  a  number  of  comparisons  of  the  various  media  which  we 
have  studied  we  have  plated  an  applied  water  and  an  effluent  on 
the  different  media  on  the  same  day,  and  we  have  thus  been  able 
to  calculate  and  compare  the  efficiency  as  determined  bythe  vari- 
ous media  and  after  different  periods  of  incubation.  In  Table  X 
four  such  comparisons  are  shown.  The  difference  between  the 
efficiency,  as  determined  on  various  media  by  counts  on  different 
days,  has  been  relatively  small  in  many  instances;  still  the  maxi- 
mum difference  has  been  sufficient,  if  the  variation  occurred  in 
routine  work,  to  cause  a  false  opinion  as  to  the  quality  of  the  work 
the  filter  was  doing. 

The  whole  question  of  efficiency  is  based  on  the  assumption 
that  the  ratio  between  the  determined  number  of  bacteria  and  the 
total  number  of  any  medium  is  a  constant,  for  both  applied  water 
and  effluent  should  be  the  same.     If  a  greater  i)ercentage  of  the 
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total  number  of  bacteria  in  the  applied  water  develop  on  a  given 
medium  than  was  the  case  with  the  effluent,  we  should  obtain  an 
efficiency  value  which  was  too  high ;  and,  on  the  other  hand,  if  the 
reverse  be  true,  we  should  obtain  an  efficiency  value  which  was  too 
low.  In  Table  XI  are  shown  the  relative  numbers  of  bacteria  on 
a  raw  water  and  the  effluents  from  two  water  filters  (A  and  B),  on 
agar  of  various  reactions ;  and  also  the  various  efficiency  values  for 
these  two  filters  as  calculated  from  the  actual  counts.     The  effect 

TABLE  X. 

Variation  in  the  Percentage  Removal  of  Bacteria  by  Water  Filters  when 
Estimated  by  Counts  on  Different  Media  and  after  Different  Periods 
of  Incubation. 


Media 


Plain  agar 

Pepton  agar 

Beef  agar 

Lawrence  agar 

Plain  gelatin 

Pepton  gelatin 

Beef  gelatin 

Standard  gelatin 

Nfthrstoff  agar 

Nahrs toff  pepton  agar. 

Nfthrstoff  beef  agar 

Nfthrstoff  glycerin  agar 


Two 
Days 


99.9 

99.8 
99.8 


99.7 

99.8 

99.9 

100.0 


Sbbies  I 


Four 
Days 


99.9 

99.9 
99.8 


99.0 
99.5 
99.5 
98.8 


Six 
Days 


99.8 

99!9 
99.8 


99.0 
99.5 
99.3 
99.8 


Eiffht 
Days 


99.7 

99!9 
99.8 


99.0 
99.5 
99.4 
99.0 


Series  II 


Two 
Days 


98.7 

98.8 
98.8 


a3.8 
98.6 
98.4 
99.0 


Four 
Days 


98.7 

98!7 
99.1 


96.8 
98.0 
98.7 
97.7 


Six 
Days 


98.9 

98.9 
99.2 


96  8 
98.1 
98.7 
97.9 


Ei^ht 
Days 


98.8 

98.9 
99.2 


96.8 
98.1 
98.7 
97.9 


Media 


Plain  agar 

Pepton  agar 

Beef  agar 

Lawrence  agar 

Plain  gelatin 

Pepton  gelatin 

Beef  gelatin 

Standard  gelatin 

Nfthrstoff  agar 

Nfthrstoff  pepton  agar. 
Nfthrstoff  beef  agar  . . . 
Nfthrstoff  glycerin  agar 


Two 
Days 


95.7 
99.7 
99.9 
99.4 
99.7 
97.5 
97.0 
99.4 
95.0 


Serieh  III 


Four 
Days 


95.4 
98.9 
99.7 
99.7 
98.1 
98.3 
97.4 
99.1 
97.9 


Six 
Days 


95.3 
98.9 
99.7 
99.7 
98.1 
98.3 
96.4 
99.5 
97.4 


Ei^ht 
Days 


95.8 
99.0 
99.7 
99.7 
97.7 
98.3 
96.5 
99.5 
97.6 


SEBIE8  IV 


Two 
Days 


99.8 
99.8 
99.9 
99.3 
99.9 
99.8 
99.8 
99.4 
99.8 


Four 
Days 


99.7 
99.9 
99.7 
99.6 
99.7 
99.8 
99.5 
99.5 
98.5 


Six 
Days 


99.7 
99.9 
99.8 
99.6 
99.7 
99.8 
99.6 
99.6 
97.9 


Eight 
Days 


99.7 
99.9 
99.8 
99.6 
99.8 
99.8 
99.6 
99.6 
97.9 
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of  the  change  in  percentage  of  bacteria  developing  on  the  various 
media  on  the  calculated  efficiency  is  well  shown. 

TABLE  XI. 

Relation  between  Numbers  of  Bacteria  and  Efficiencies  of  Water  Filters 

with  Agar  of  Different  Reactions. 


Reaction 


-1.5. 
-1.0. 
-0.5. 
0... 
+0.6. 
—1.2. 
-1.6. 
—2.1. 
—2.6. 


Relative  Numbebb  of  Bacteria 


Raw  Water 


20 
90 
32 
84 
65 
37 
100 
50 
2 


Filtered  Water 


74 

81 
100 


48 

93 

74 

6 


B 


29 
44 
61 
63 
63 
86 
100 
54 
7 


Percentage  of  Bacteria 
Removed 


99.0 
99.7 
99.1 
99.8 
99.6 
99.6 
99.7 
99.6 
99.0 


B 


99.5 
99.8 
99.3 
99.7 
99.6 
99.1 
99.6 
99.6 
98.5 


TABLE  XII. 

Variation  in  Efficiency  of  Lawrence  City  Filter  when  Estimated  by  Counts 

of  Bacteria  on  Agar  of  Different  Reactions. 


Reaction 

Sample  Number 

-1.0 

0.0 

+1.0 

+2.0 

1 

98.9 

98.1 

98.4 

98.8 

2 

98.6 

99.0 

99.3 

99.0 

3 

98.7 

99.0 

99.1 

99.6 

4. 

98.2 

98.7 

98.7 

99.1 

5 

99.2 

99.1 

99.0 

99.2 

6 

96.5 
98.2 

96.7 
99.0 

97.7 
98.9 

98.5 

7 

99.4 

8 

99.1 

98.8 

98.7 

98.5 

9 

97.8 
99.5 

97.5 
98.8 

98.3 
98.5 

98.8 

10 

98.3 

11 

99.9 

99.9 

99.9 

100.0 

12 

88.8 

88.8 

94.5 

as. 6 

13 

99.1 

98.3 

98.7 

99.1 

14 

98.8 

98.3 

98.8 

99.2 

15 

99.3 

97.1 

98.4 

98.9 

16 

97.4 

96.0 

97.9 

97.9 

17 

99.2 

99.3 

99.5 

99.4 

18 

99.4 

99.6 

99.7 

99.4 

19 

96.6 

99.3 

97.8 

95.8 

Average 

98.1 

97.9 

98.5 

98.5 

Percentage  of  times 

maximum 

21 

5 

32 

42 
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In  order  to  test  the  constancy  of  the  determination  of  the 
efficiency  on  agar  of  different  reactions,  samples  from  the  effluent 
of  the  Lawrence  City  filter  and  the  applied  water  for  that  filter 
were  plated  on  snch  media  nineteen  times  during  one  month. 
The  highest  average  efficiency  determined  during  this  period  was 
5)8.5,  that  being  the  same  on  two  different  reactions.  The  maxi- 
mum variation,  however,  on  the  agar  with  the  reaction  of  1  per 
cent,  was  much  less  than  was  the  variation  on  the  other  three 
media.  The  optimum  reaction  used  for  ordinary  work  at  Law- 
rence is  about  1.4  per  cent.  The  results  of  this  series  of  com- 
parisons are  shown  in  Table  XII. 

nomenclatube  of  media. 

Much  confusion  has  been  caused  in  the  past  through  the  use 
of  the  same  terms  for  the  usual  media  and  for  special  media. 
The  recommendation  of  the  Bacteriological  Committee,  that  media 
made  according  to  its  formulae  should  be  specifically  labeled  B.  C, 
has  not  been  followed  in  a  number  of  instances,  various  names 
being  applied  to  media  of  the  same  composition.  One  example 
from  our  own  experience  will  illustrate  this :  About  a  year  ago 
we  had  occasion  to  repeat  certain  ex[)eriments  of  a  well-known 
bacteriologist,  and,  after  an  investigation  extending  over  some 
weeks,  we  found  that  we  were  unable  to  obtain  the  phenomena 
which  he  described  as  being  both  constant  and  characteristic. 
Correspondence  with  the  original  observer  revealed  the  cause  of 
our  trouble  to  be  in  the  different  composition  of  the  media  used. 
He  had  stated  that  the  base  for  his  medium  was  "plain  agar," 
meaning  *•  standard  agar,  B.  C,"  in  distinction  to  glycerin  agar, 
which  he  used  in  another  process ;  while  we  had  used  a  solution 
of  agar  in  water  without  the  addition  of  the  usual  nutrient  mate- 
rials, this  being  the  "plain  agar"  generally  understood. 

In  a  former  contribution  we  used  certain  names  as  descriptive 
of  our  media,  these  names  indicating  in  nearly  every  case  the 
ingredients  used  in  the  preparation  of  the  medium ;  and,  further- 
more, we  made  a  distinct  statement  of  the  exact  composition  and 
method  of  preparation  of  the  various  media  used.  In  the  present 
transitional   stage  of    bacteriological    methods  some  such  exact 
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expression  seems  necessary,  that  confusion  may  be  avoided,  and 
every  attempt  should  be  made  to  have  such  nomenclature  as  con- 
cise and  descriptive  as  possible,  and  to  have  a  uniform  set  of 
names  for  all  standard  and  special  media. 

The  following  elementary  rules  are  suggested  as  a  basis  for 
such  nomenclature : 

1.  That  liquid  media  in  which  the  solvent  is  water  be  called 
"solutions,"  as,  for  example,  "pepton  solution"  or  "Dunham's 
solution,"  /.  e.,  pepton  dissolved  in  water. 

2.  That  liquid  media  in  which  the  solvent  is  beef-infusion  be 
called  "broths,"  as,  for  example,  the  usual  "standard  broth"  or 
"pepton  broth,"  i.  e.,  pepton  dissolved  in  beef -infusion. 

3.  That  a  distinction  be  made  between  media  made  with  beef- 
infusion  and  that  made  with  commercial  beef  extracts,  the  former 
being  the  standard  ingredient,  its  use  to  be  understood  unless  the 
use  of  the  commercial  extracts  is  distinctly  stated. 

4.  That  all  media  made  after  the  formulae  of  the  Bacterio- 
logical Committee  either  have  the  prefix  "standard,"  as  "stand- 
ard gelatin,"  or  else  be  followed  by  the  letters  "B.  C,"  as  "gela- 
tin B.  C." 

5.  That  all  media  in  regular  use  in  any  laboratory  which 
approximate  the  "standard"  or  "B.  0."  media  in  composition  or 
method  of  preparation,  and  which  are  substituted  for  the  latter, 
be  preceded  by  the  name  of  the  laboratory  or  of  the  individual, 
as  "Lawrence  agar,"  "Wurtz  agar,"  etc.;  or  else  be  known  by  a 
name  combining  the  various  ingredients,  as  "pepton  agar,"  i.  e., 
agar  and  pepton  in  water,  or  "plain  agar,"  i.  e.,  agar  in  water. 

6.  That  the  names  of  special  media  express,  as  far  as  possible, 
the  composition,  i.e.,  the  ingredients  used  in  their  preparation. 

7.  That  when  media  of  standard  composition  are  used,  which 
vary  only  in  reaction,  this  reaction  should  be  distinctly  stated, 
preferably  in  parentheses  in  the  name,  as  "standard  agar  (  +  2.0)" 
or  "agar  (+2.0)  B.  0." 

8.  That  when  other  brands  of  commercial  pepton  are- used  than 
Witte's,  the  same  be  distinctly  stated,  preferably  by  the  insertion 
of  the  name  of  the  brand  in  parentheses  in  the  name,  as  "  pepton 
(Merck)  agar." 
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9.  That  "the  use  of  the  word  "nutrient"  as  signifying  *'con- 
taining  |)ej)ton  and  beef -infusion"  has  become  so  general  that 
it  may  possibly  be  retained  without  any  resulting  confusion, 
although,  strictly  speaking,  its  use  is  improper,  since  a  distilled 
water  has  sufficient  nutrient  properties  to  allow  of  an  abundant 
bacterial  development,  to  say  nothing  of  a  solution  of  gelatin  in 
water  without  the  addition  of  beef -infusion  and  pepton. 

CONCLUSIONS. 

In  standard  gelatin  or  agar  the  beef  broth  is  the  most  fertile 
source  of  variation,  the  amount  of  nutrient  matter  in  beef-infusion 
made  by  the  usual  method  varying  through  wide  limits. 

Of  the  two  best -known  commercial  peptone,  Merck's  and 
Witte's,  higher  bacterial  counts  are  obtained  on  media  made 
with  the  latter. 

Studies  of  plain  agar  made  with  various  kinds  of  natural  water 
show  that  in  the  majority  of  cases  the  bacteria  naturally  present 
in  the  given  water  will  develop  in  greatest  numbers  in  a  medium 
made  with  that  same  water. 

The  salts  naturally  present  in  commercial  agar  have  a  detri- 
mental effect,  greater  numbers  of  bacteria  developing  on  media 
made  with  agar  from  which  the  natural  salts  have  been  washed  out. 

Greater  numbers  of  bacteria  will  develop  on  media  made  with- 
out glycerin  than  on  the  same  media  containing  glycerin. 

With  pure  cultures  of  different  kinds  of  bacteria  on  standard 
gelatin,  agar,  or  Nahrstoff  agar,  the  highest  counts  were  obtained, 
with  the  species  studied,  on  gelatin,  and  the  lowest  on  Nfthrstoff 
agar. 

A  reduction  of  the  amount  of  Nfthrstoff  in  Nfthrstoff  agar 
from  1.0  per  cent,  to  0.5  per  cent,  results  in  a  considerable 
increase  in  the  bacterial  counts  with  various  waters. 

When  cooked  in  alkaline  solution,  the  albumoses  of  Nfthrstoff 
undergo  certain  changes  in  composition  which  render  them  better 
food  material  for  bacteria  than  is  the  commercial  product. 

Studies  of  the  efficiency  of  water  filters  in  removing  bacteria, 
when  estimated  by  counts  on  different  media,  show  that  there  is 
a  considerable  variation   between   the  various   media,   the  ratio 
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between  the  numbers  of  bacteria  in  the  raw  water  and  in  the 
effluent  being  affected  by  the  period  of  incubation,  the  reaction, 
and  the  composition  of  the  media.  With  standard  gelatin  and 
Lawrence  agar  the  ratio  was  less  variable  between  different  lots 
of  agar  than  between  different  lots  of  gelatin. 

The  writers  believe  that  it  is  time  a  uniform  system  of  nomen- 
clature were  adopted,  and  that  the  names  applied  to  the  various 
media  should  convey  definite  information  as  to  the  composition, 
method  of  preparation,  etc.,  of  those  media. 


Digitized  by 


Google 


Digitized  by 


Google 


The 

Journal  of  Infectious 
Diseases 

FOUNDED  BY  THE  MEMORIAL  INSTITUTE  FOR  INFECTIOUS  DISEASES 


Vol.  I  May  jo,  ig04  No. 


THE  ANTILYTIC  ACTION  OF  SALT  SOLUTIONS  AND 
OTHER   SUBSTANCES.* 

LuDviG   Hektoen   and    Gustav   F.   Ruedioeb. 
{From,  ttie  Memorial  InstihUefor  Infectious  Diseases^  Chicago.) 

INTRODUCTION. 

Since  the  earliest  bacteriolytic  experiments  with  blood  serum, 
solution  of  sodium  chloride  has  been  used  as  a  diluent;  and  in 
the  more  recent  experimental  work  with  lysins  of  various  kinds, 
as  well  as  with  agglutinins  and  precipitins,  the  same  solution  has 
been  used  universally  for  making  the  necessary  dilutions  of  the 
mixtures  employed.  No  reason  whatsoever  has  arisen  to  question 
in  any  way  the  general  usefulness  of  common  salt  solution  for 
these  purposes.  Sodium  chloride  solution  of  approximately  the 
same  concentration  as  human  blood  serum  is  in  itself,  as  a  rule, 
not  bacteriolytic  or  cytolytic;  it  appears  to  maintain  intact  and 
active  the  various  lysins  in  normal  and  immune  sera,  in  venoms, 
and  in  other  substances;  and  it  does  not  appear  in  any  noteworthy 
degree  to  hinder  their  union  with  the  different  cells  and  bacteria 
used.*  In  order  to  test  the  action  of  other  chemical  substances, 
especially  the  various  salts  (ions)  that  occur  in  the  normal  plasma, 

•Received  for  Publication  March  18, 1904. 

1  Madsen  and  Arbhbnius  {FesUkrift  ved  IndvieUen  of  Statena  Serum-Inttitut^  Copen- 
bagen,  1902)  found  that  NaCl  solution  decreases  the  hemolytic  action  of  bases,  and  to  a  less 
extent  of  tetanolysin. 
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upon  the  bodies  concerned  in  lysis,  one  can  substitnte  in  the 
ordinary  experiments  for  solution  of  sodium  chloride  varying 
quantities  of  solutions  of  other  salts  of  nearly  the  same  concentra- 
tion (^)  as  the  so-called  physiological  salt  solution. 

In  this  way  important  facts  might  come  to  light.  Substances 
might  be  found  that  diminish  or  modify  in  some  way  the  activities 
of  lysins,  and  the  precise  mode  of  action  of  such  substances  could 
be  studied.  Furthermore,  the  physico-chemical  behavior  of  the 
different  elements  concerned  in  lysis  might  perhaps  be  made  clear 
to  some  extent,  and  some  light  might  be  thrown  upon  the  intri- 
cate mechanisms  that  lead  to  diminution  or  suspension  of  the 
lytic  properties  of  serum  under  various  conditions.  With  these 
and  other  considerations  in  mind,  the  effect  of  a  number  of  solu- 
tions was  tested  upon  the  hemolytic  action  of  human  serum  on 
rabbit  corpuscles.^  It  was  shown  that  the  chlorides  of  calcium, 
barium,  strontium,  magnesium,  and  the  sulphates  of  magnesium 
and  potassium  suspend  hemolysis  by  their  action  on  the  comple- 
ment when  0.2-0.4  c.c.  of  ™  solution  are  allowed  to  act  upon 
0.2  c.c.  of  serum.  The  solutions  used  being  ionizable,  it  was 
suggested  that  this  antihemolytic  action  might  be  due  to  the 
bivalent  ions  present.  It  was  also  pointed  out  that  the  same  salt 
solutions  suspend  the  bacteriolytic  effect  of  human  serum  upon 
typhoid  bacilli.  Man  waring*  then  studied  the  effect  of  certain 
salts  upon  the  complement  in  the  serum  of  a  goat  immunized  with 
dog  blood.  He  shows  that  CaClg,  BaCl,,  MgCl,,  Na^SO^, 
NagCgO^,  and  NagCgH^O^,  inhibit  the  lytic  action  of  this  serum 
on  dog  corpuscles;  that  the  amount  of  salt  necessary  to  bring 
about  this  inhibition  varies  with  the  amount  of  complement  in  the 
serum;  and  that  precipitation  of  the  salts  from  non-hemolytic 
serum  salt  mixtures  restores  the  original  hemolytic  power,  which 
may  be  destroyed  again  by  heating  the  fluid  to  56°  0.  for  forty 
minutes.  For  these  reasons  Manwaring  is  inclined  to  believe  that 
the  antilytic  action  of  the  salts  mentioned  is  due  to  the  formation 
of  simple  salt-  or  ion-complement  compounds  that  are  hemo- 
lytically  inactive. 

1  Hektoen,  Trans.  Chicago  Path.  Soc.,  1903,  5,  p.  303. 

2  Jour,  of  Infect.  Dis.,  1904, 1,  p.  112. 
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In  this  article  we  intend  to  present  further  and  more  diversi- 
fied observations  upon  the  action  of  a  somewhat  larger  list  of  salt 
solutions  on  the  lytic  substances  in  a  variety  of  sera,  with  the 
special  view  to  establish  to  what  extent  the  antilytic  action  of 
certain  salts  holds  true  of  sera  in  general,  and  also,  if  possible,  to 
throw  further  light  upon  its  mechanism. 

BRIEF    REVIEW    OF   NON-SPECIFIC   ANTILYSINS. 

Various  substances  other  than  specific  antibodies  have  been  found  to 
diminish  or  suspend  the  lytic  action  of  serum  and  other  lysins.  Nissen  long 
ago  observed  that  the  addition  of  MgS04  to  plasma  in  order  to  hinder  coagu- 
lation renders  the  plasma  non-bactericidal.  Behring^  found  that  oxalic  acid 
rendered  rat  serum  harmless  for  anthrax  bacilli  because,  so  he  thought,  the 
alkalinity  of  the  serum  was  reduced.  Von  Lingelsheim  *  observed  that  the 
"  alexin  "  is  variously  affected  by  different  salts.  While  KNO, ,  when  added 
to  rabbit  serum  in  the  proportion  of  2.5  per  cent.,  had  little  effect  on  its 
destruction  of  anthrax  bacilli,  CaCls  and  (NH,),  SO4  had  a  marked  inhibitive 
action.  Ferric  sulphate,  alum,  and  tannin  also  reduced  the  bactericidal  power 
of  the  serum.  He  showed,  too,  that  any  increase  in  the  salt  content  of  serum 
reduces  its  bactericidal  power,  no  matter  whether  the  increase  is  the  result 
of  evaporation  or  due  to  the  direct  addition  of  salts.  Not  only  an  increase  in 
NaCl  has  this  effect,  but  KNO3 ,  K,HP04 ,  Na.SO^ ,  (NH4),  SO4 ,  and  CaCl, , 
when  added  to  rat  serum  in  the  proportion  of  2  per  cent.,  suspended  its  bac- 
tericidal action  on  cholera  vibrios.  Noting  the  similarity  in  this  effect  of 
salts  to  their  effects  upon  certain  ferments,  he  suggested  that  possibly  this 
antibactericidal  action  is  due  to  the  abstraction  of  water,  a  certain  amount 
of  which  is  essential  for  the  function  of  ferments.  Markl '  showed  that  con- 
centrated salt  solutions  prevent  hemolysis.  He  regarded  this  as  due  to 
changes  in  the  cell  membrane ;  but  Ehrlich  and  Sachs,^  while  confirming 
the  observation,  interpret  the  antilytic  action  as  due  to  failure  of  complement 
to  unite  with  the  amboceptor  which  is  bound  by  the  corpuscles.  They  point 
out  that  Knorr  has  shown  that  10  per  cent.  NaCl  solution  prevents  the  union 
of  tetanus  toxin  with  antitoxin.  Here  may  be  mentioned  that  Bail  and 
Pettersson^  find  that  rabbit  serum  treated  with  suspensions,  or  extracts  of 
organs  (liver,  kidney,  muscle),  is  deprived  of  its  bactericidal  action  upon 
anthrax  bacilli. 

V.  Dungern®  removed  the  hemolytic  complement  from  serum  by  shaking 
it  with  emulsions  of  bacteria,  with  powdered  yeast,  and  with  the  cells  of 
various  organs.    Ehrlich  and  Sachs  ^  also  found  yeast  to  remove  complement 

1  Gesammelte  Abhandl.^  Leipzig,  1893. 

^ZtBchr.f.  Hyg.  «.  Infectiofukrankk.,  1901,  37,  p.  131. 

3/6id.,1902,39,  p.86. 

*  Berl.  klin.  Wchnschr.,  1902,  39,  p.  492. 

5  Centralbl.  f.  Bakteriol.,  1908, 1.  Abt.,  34,  p.  445  ff. 

«  MUnch,  med.  Wchnachr.,  1900,  47,  p.  677. 

7  Berl.  klin,  Wchnschr.,  1902,  39,  pp.  297,  355. 
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from  serum.  Wilde  ^  found  that  mixing  sera  with  heated  bacterial  emulsions 
(anthrax,  cholera,  typhoid)  and  with  insoluble  albuminous  substances  such  as 
aleuronat  removed  the  bactericidal  and  hemolytic  qualities  of  the  serum. 
V.  Lingelsheim^  shows  that  the  filtered  decoction  of  Irish  moss  (carrageen  or 
carrigeen,  Chondrus  crispus,  and  Gigartina  mamillosa)  when  added  to  serum 
carries  down  both  complement  and  intermediary  body,  especially  when  the 
alkalescence  of  the  serum  is  reduced.  Hoke*  shows  that  organ  cells  and 
leucocytes  bind  the  complement  in  hemolytic  serum.  Kraus  and  Lipschatz  * 
find  that  the  saline  extracts  and  filtrates  of  normal  organs  have  the  power 
to  bind  various  hemolysins  (megatheriolysin,  the  lysin  of  vibrio  Naskin, 
staphylolysin). 

The  antitetanolytic  action  of  horse  serum  and  egg  albumin  was  explained 
by  Arrhenius  and  Madsen^  as  due  to  a  union  between  the  tetanolysin  and 
the  proteids  in  the  serum.  MoUer,"  on  the  other  hand,  holds  that  the  anti- 
hemolytic  substances  cannot  be  proteid  in  character  because  soluble  in 
alcohol.  He  favors  the  idea  that  the  antihemolytic  action  is  due  to  choles- 
terin,  which  has  been  shown  by  Ransom  ^  to  prevent  hemolysis  by  saponin 
and  to  give  normal  serum  its  antisaponin  action,  and  by  Noguchi^  to  be 
antitetanolytic  —  a  form  of  antitoxic  action  which  Bashford  has  designated  as 
pseudoantitoxic.  Madsen  and  Arrhenius  found  that  neutral  salts  decrease 
the  hemolytic  action  of  bases  and  to  a  less  extent  of  tetanolysin.  Normal 
serum  and  egg  albumin  also  diminish  the  lytic  action  of  bases.  They  explain 
the  antilytic  action  of  salts  upon  bases  by  assuming  that  the  combination  of 
red  corpuscle  and  base  behaves  as  a  weakly  dissociated  salt,  of  which  only 
the  dissociated  molecules  are  active,  and  the  dissociation  of  which  is 
decreased  by  the  presence  of  neutral  salt.  Bullock'  found  that  solutions  of 
MgS04,  K,C,04,  ^^^  ^  number  of  other  salts,  isotonic  with  blood  cor- 
puscles, greatly  reduced  the  lytic  power  of  immune  rabbit  serum.  Special 
experiments  with  Mg804  seemed  to  show  that  lysis  was  inhibited  because 
the  union  of  complement  with  amboceptor  was  prevented. 

Wendelstadt  ^^  shows  that  glycogen  suspends  or  diminishes  hemolysis  by 
its  influence  on  the  complement,  but  only  when  the  amount  of  amboceptor 
present  is  small.  For  this  reason  the  antihemolytic  action  of  glycogen  is 
demonstrable  only  in  normal  serum,  and  not  in  immune  serum  which  con- 
tains amboceptor  in  excess.  Furthermore,  the  complement  is  bound  by  gly- 
cogen only  when  the  latter  is  added  to  serum  before  the  proper  corpuscles. 
He  states  that  inulin  and  peptone  diminish  hemolysis,  the  former  in  normal 
and  immune  serum.    It  is  of  great  interest  to  note  that  the  antihemolytic 

1  Ibid.,  1901,  .38,  p.  878;  Arch./,  Hyg,,  1902,  ,39,  p.  404. 
•iZiachr.f.  Hyg.  u.  Infekiiorukiankh.,  1903,  42,  p.  308. 
3  Centralbl.f.  Bakteriol.,  1903, 1.  Abt.,  54,  p.  892. 
*  Wien,  klin.  Wchnschr.,  1903, 16,  p.  989. 
B  Loc.  cit. 

6  Centralbl.f,  Bakteriol,  I.  Abt.,  1903,  34,  p.  567. 

7  Deutsche  med.  Wchtuchr.,  1901,  27,  p.  194. 

J*  Centralbl.f.  BakterioL,  I.  Abt.,  1902,  32,  p.  377. 

9  Trana.  Lond.  Path.  Soc.  1903,  54,  p.  260. 

i«  Centralbl.  f.  Bakteriol.,  1903, 1.  Abt.,  34,  p.  831. 
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action  of  glycogen  may  be  exercised  in  vivo,  the  normal  hemolytic  power 
returning  gradually,  reaching  the  normal  in  seven  days  after  injecting  3  g.  of 
glycogen  into  the  ear  vein  of  rabbits  in  three  equal  doses  during  twenty -four 
hours. 

We  do  not  intend  to  refer  in  detail  to  the  presence  of  antilysins  in 
normal  sera,  but  mention  must  be  made  of  the  power  of  uremic  serum  to 
inhibit  hemolysis  by  normal  human  serum  noted  by  various  observers.*  It 
would  be  interesting  to  learn  whether  the  scope  of  the  inhibition  extends 
farther  than  to  human  serum,  and,  if  so,  the  exact  mechanism. 

THE  ACTION   OF   SALT   SOLUTIONS    UPON    BACTERIOLYSIS    BY  NORMAL 

SERA. 

In  order  to  test  the  effect  of  salt  solutions  upon  the  bacteri- 
olysins  in  blood  serum,  the  following  experiments  were  made: 
"  solutions  of  the  best  chemicals  obtainable  were  made  in  pure, 
redistilled  water,  kept  in  carefully  cleansed  glass  bottles,  and 
used  in  sterile  condition  for  diluting  the  serum,  as  in  the  usual 
experiments  for  the  purpose  of  demonstrating  the  destructive 
effect  of  human  serum  upon  typhoid  bacilli.  A  fixed  quantity 
of  twenty-four-hour  broth  cultures  of  recently  isolated  typhoid 
bacilli,  dysentery  bacilli,  or  anthrax  bacilli  was  introduced  into 
a  constant  quantity  of  the  serum  mixture,  and  the  number  of 
bacilli  estimated  from  time  to  time  by  counting  the  colonies  that 
developed  on  agar  plates  made  with  a  fixed  quantity  of  the 
mixtures.  The  mixtures  of  serum  and  solutions  of  salts  were 
allowed  to  stand  for  about  one  hour  before  adding  the  bacilli. 
This  method  gives  one  a  fairly  satisfactory  idea  of  the  fate  of  the 
bacilli,  but,  of  course,  the  chances  for  error  are  too  great  to  war- 
rant any  attempt  to  determine  accurately  minor  comparative  dif- 
ferences in  bactericidal  action.  The  results  are  set  forth  in 
Tables  I  and  11. 

Table  I  shows  that  even  small  quantities  of  many  salts  are 
capable  of  completely  inhibiting  the  lytic  action  of  human  serum 
upon  typhoid  bacilli  and  dysentery  bacilli.  The  best  effect  is 
obtained  with  salts  of  the  alkaline  earths,  but  we  find  here  that 
MgSO^  forms  an  exception  to  the  rule.  MgSO^  is  not  strongly 
germicidal,  and  hence   the  death  of  the  bacilli  introduced  into 

1  Camus  and  Paoniez,  Soc,  de  Biol.,  1901, 5S,  p.  730;  Neissbb  and  Doehrino,  Berl.  klin. 
Wchnschr.,  1901,  38,  p.  593;  Lacqueb,  Deutsche  med,  Wchnschr.,  1901,  27,  p.  744;  Hahn  and 
Trombdorf,  MUnch,  med,  Wchnschr,,  1902,  49,  p.  1454 ;  Hedinoer,  Deutsche  Archiv  f.  klin, 
Med.,  1902,  74,  p.  24;  Wenstrand,  Trafis.  Chicago  Path,  Soc.,  1903,  5,  p.  288.  • 
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the  mixture  of  semm  and  a  ^  eolation  of  this  salt  cannot  be 
ascribed  to  that  property  of  the  salt  It  was  fonnd  also  that  ™ 
solutions  of  some  salts,  as  BaCl,,  KCNO,  NaHCOj,  and 
Na^HC^H^O^,  are  germicidal  when  used  alone,  while  a  mixtare 

TABLE  I. 

The  Effbct  of  Saints  ojt  Ltsis  of  Typhoid  akd  Dyskstery  Bacilli   by 

Normal  Huiiait  Serum. 


B.  TTPHOeUS 


B.  lltSENTKKIAK 


^  Solutions 


At  Onoe     4-5  Hoars 


CaCl, 

u 

Baa, 
SrCl, 

u 

MgO, 

u 

MgSO^ 

(NH.),SO 

NaHCO, 

Na.C.H.O, 

Na,C,04 

u 

U 

K^FeCCN), 

K,Fe,(CN)„ 
KCNO 

NaHC^H^Oe 


0.8 

1 

5,000    . 

0.4 

3,eoD  ■ 

0.2 

asoo 

0.2 

7,000 

0.4 

6,000 

0.2 

5,500 

0.4 

4,500 

0.2 

4,500 

0.4 

2,000 

0.2 

2,000 

0.4 

4,500 

0.4 

3,800 

0.2 

4,300 

0.1 

3,500 

0.4 

3,500 

0.2 

4,000 

0.4 

3,800. 

0.2 

3,500 

0.4 

5,000 

0.2 

5,000 

0.4 

3,500 

0.2 

a5oo 

0.4 

5,500 

0.4 

3,500 

0.2 

3,500 

0.4 

3,500 

0.2 

4,000 

0 
1,800 

1 
6,000 
7,000 
5,000 
3,500 

0 

0 

0 
200 

0 
2,500 
3,500 
1,800 

1 

3,500 

11 

5,500 

12 

4,000 

4,000 

55 

2,500 

2,500 

1,800 

4,000 


-TT  SolatioDS 


At  Onoe    I  4-3  Hoars 


Naa 
Caa, 

BaCl, 

SrCl, 

*4 

MgCl, 

U 

MgSO^ 

u 

(NHj.SO^ 

K,S04 

NaHCO, 


I    Na.C.H.O,   0.4 

'  «  0.2 

'   Na,C,04        0.4 

0.2 

,    (NHj.C.O,  0.4 

:  "  0.2 

K4Fe(CN)e     0.4 

0.2 

KeFe,(CN),,0.1 

KCNO  0.4 

0.2 

NaHC^H^Oe  0.4 

0.2 


0.8 

0.4 

0.2 

0.2 

0.4 

0.2 

0.4" 

0.2  I 

0.4 

0.2. 

0.4, 

0.4. 

0.2. 

0.1 


20,000 
20,000 
20,000 
12,000 
20,000 
20,000 
12,000 
12,000 
12,000 
12,000 
12,000 
10,000 
12,000 
12,000 
12,000 
12,000 
12,000 
12,000 
20,000 
20,000 
20,000 
20,000 
20,000 
12,000 
12,000 
12,000 
12,000 


0 

00 

5,000 
8.00O 

00 

10,000 

1,200 

90 

200 

8,000 

10,000 

12,000 

220 

10,000 
15,000 
15,000 

00 
00 
00 
00 

12,000 
10,000 
12,000 
15,000 
15,000 


Note.— Each  tube  oontaiDedO.2  c.c. of  human  serum -f  0.1-0. Ice.  ~g  solution  of  salt  + 
0.85  per  cent,  sodium  chloride  solution  enough  to  make  1  c.c.  The  experiments  represented 
by  the  figures  in  the  right-hand  columns  of  both  Tables  I  and  II  were  made  as  follows : 
Each  tube  was  inoculated  with  a  loopful  of  a  twenty-four-hour  broth  culture,  and  at  the 
same  time  several  plates  were  made  each  with  one  loopful.  The  aTora^e  number  of  colonies 
in  these  plates  was  taken  as  the  number  of  organisms  inoculated  into  each  tube  (see  ".\t 
Once"  column).  In  from  four  to  five  hours  the  entire  contents  of  each  tube  were  plated 
and  the  colonies  counted  in  twenty-four  hours.  In  the  left-hand  columns  of  Tables  I  and 
II  each  tube  was  inoculated  with  a  loopful  of  culture,  and  two  loopfuls  of  this  mixture  were 
plated  at  once  and  in  four  to  five  hours.  Twenty-four  plates  were  also  made  in  many  cases, 
but  these  showed  in  reality  nothing  in  addition  to  what  is  shown  by  the  five-hour  plates; 
in  most  instances  the  bacilli  had  multiplied  so  that  innumerable  colonies  developed; 
oe  means  innumerable. 
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of  one  of  these  solutions  and  serum  forms  a  good  culture  medium 
for  the  bacteria.  Table  II  shows  the  same  results  as  those  set 
forth  in  Table  I,  but  in  these  experiments  rabbit  serum  and  white- 
rat  serum  were  tested  on  anthrax  bacilli.  Only  the  positive 
results  are  given  in  these  tables.  (NH4)gS04  and  K^SO^  have 
relatively  weak  actions.  Many  other  salts.  (KCl,  LiCl,  NaClOg, 
NaC3H503,NagC4H40e,  Na,HPO„  Na.COs,  NH^Cl,  (NHJ^ 
CO 3,   (NH^)gHP04,  and  urea)  were  experimented  with,  but  as 

TABLE  II. 

The  Effect  of  Salts  on  Lysis  of  Aitthrax  Bacilli  by  Normal  Rabbit 

AND  Rat  Sebum. 


Rabbit  Serum 

White  Rat  Serum 

-^  Solutions 

At  Once 

4-5  Hours 

Y  Solutions 

At  Once 

4-5  Hours 

NaCl 

93 

0 

NaCl 

0 

CaCl, 

0.4 

110 

2,000 

CaCl, 

0.4 

2,800 

BaCl, 

0.4 

100 

30 

BaCl, 

0.1 

4,000 

SrCl, 

0.4 

115 

95 

SrCl, 

0.4 

3,000 

ki 

0.2 

110 

17 

it 

0.2 

3,500 

MgCl, 

0.4 

90 

170 

MgCl, 

0.4 

GO 

K.HPO 

0.8 

110 

150 

K.HPO, 

0.4 

6,000 

U 

0.4 

100 

140 

u 

0.2 

6,000 

(NH,),SO 

0.4 

115 

150 

(NHJ,S04 

0.8 

8,000 

it 

0.2 

110 

110 

(t 

0.5 

8,000 

K.SO 

0.8 

140 

leo 

K,S04 

0.4 

35 

ii 

0.4 

90 

44 

u 

0.2 

^2,100 

eo 

MgS04 

0.4 

200 

350 

MgSO, 

0.8 

9,000 

U 

0.2 

210 

500 

it 

0.5 

10,000 

NaaCeH.O, 

0.4 

20 

900 

Na,C.H.O, 

0.4 

3,000 

(( 

0.2 

20 

800 

it 

0.2 

3 

Na,C,04 

0.4 

128 

140 

Na,C,04 

0.4 

150 

u 

0.2 

150 

0 

u 

0.2 

30 

(NHJ.C.O^ 

0.4 

80 

300 

(NH,).C,0^ 

0.4 

3,000 

U 

0.2 

130 

150 

(( 

0.2 

4,500 

K^PeCng 

0.4 

120 

125 

K4FeCne 

0.4 

1,500 

u 

0.2 

110 

18 

t( 

0.2 

11 

K^Fe.Ciii, 

0.4 

100 

180 

K^Fe.Cni, 

0.4 

1,200 

(t 

0.1 

120 

120 

it 

0.2 

90 

NaHC^H.Oe 

0.06 

180 

600 

NaHC^H^O 

«0.05 

1,800 

4,000 

Note.— Each  tube  contained  0.2  c.c.  of  serum  +0.1-0.8  c.c.  zr  solution  of  salt  +0.8.')  per 
cent,  sodium  chloride  solution  enough  to  make  1  c.c. 

they  had  no   marked  effect  on   bacteriolysis,  they  were  omitted 
from  the  tables. 

The  addition  of  these  salts  to  the  sera  inhibits  the  bacteriolytic 
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action,  but  does  not  destroy  that  property  of  the  serum,  as  is 
shown  by  the  following  experiment : 

At  Once  3-4  Hrs. 

0.2  C.C  serum  + 1  c.c.  NaCl  +B.  typhosus        ....    1,500  0 

0.2  C.C  serum  +  0.6  c.c  NaCl  +  0.4  c.c  SrCl,  +  B.  typh.        -        1,500  1,650 

0.2  c.c  serum  +  4  c.c  SrCl,  +  0.4  c.c  Na.C.O^  +  B.  typh..     -    1,450  0 

A  mixture  of  SrCl^  and  serum  makes  a  good  culture  medium 
for  typhoid  bacilli,  but  if  the  SrCl^  is  precipitated  out  of  solution 
by  the  addition  of  a  proper  quantity  of  NajCgO^,  the  serum  again 
becomes  bactericidal.  This  result  may  also  be  obtained  with 
CaClg,  which  may  be  precipitated  with  Na^HPO^  or  NagCgO^, 
and  also  with  (NH4)g  CgO^  which  may  be  precipitated  with 
SrCl,  or  CaClj. 

Concentrated  solutions  of  sodium  chloride,  as  ^  solution,  also 
inhibit  bacteriolysis,  but  the  bacteriolytic  power  of  the  serum  is 
again  restored  by  diluting  the  mixture  with  distilled  water. 

These  results  harmonize  very  well  with  those  of  the  similar 
experiments  with  hemolytic  sera.  The  same  solutions  that  sus- 
pend hemolysis  suspend  bacteriolysis,  as  a  rule.  While  it  is 
exceedingly  difficult  to  determine  the  mechanism  of  suspension 
in  the  case  of  bacteriolysis,  there  is  reason  to  believe  from  analogy 
that  here,  too,  the  complement  is  the  point  of  attack. 

We  have  been  interested  especially  in  some  of  Behring's  early 
work  on  immunity  to  anthrax.  Behring  *  investigated  the  causes 
of  immunity  to  anthrax  on  the  part  of  white  rats,  the  serum  of 
which  is  destructive  of  anthrax  bacilli,  but  he  found  that  neutral- 
ization by  means  of  acids  makes  it  a  good  culture  medium  for  these 
organisms.  The  reduction  of  the  alkalinity  during  life  by  the 
injection  of  oxalic  acid  also  rendered  the  serum  a  good  culture 
medium  for  anthrax  bacilli.  He  made  titrations  which  show  that 
the  serum  of  white  rats  is  more  alkaline  than  other  sera  which  are 
not  destructive  of  anthrax  bacilli,  and  concluded  from  these  obser- 
vations that  the  anthracidal  action  of  rat  serum  is  due  to  alkalin- 
ity. This  conclusion  cannot  stand,  however,  because  the  lytic 
action  of  rat  serum,  like  that  of  other  sera,  depends  upon  inter- 
action of  amboceptor  and  complement ;  rat  serum  loses  its  anthra- 
cidal power  by  heating  to  58°  C.  for  thirty  minutes,  but,  as  its 

•  Loc.  cit. 
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alkalinity  is  not  reduced  thereby,  the  bacteriolytic  effect  cannot 
be  ascribed  to  the  alkalinity  alone.  It  seems  more  likely  that  the 
suspension  of  bacteriolysis  noted  by  Behring  on  the  addition  to 
the  serum  of  acids,  especially  oxalic  acid,  depended  on  neutraliza- 
tion of  the  complement. 

Having  found  that  so  many  salts  inhibit  bacteriolysis  by  serum, 
we  now  attempted  to  reduce  the  bacteriolytic  power  of  the  serum 
by  injecting  salts  into  animals  during  life.  These  experiments 
are  however,  still  incomplete  and  unsatisfactory,  because  it  is  very 
difficult  to  inject  enough  of  any  of  the  salts  without  causing  death 
of  the  animals.  White  rats  were  injected  with  2  c.c  ^  solution  of 
MgClg,  and  then  with  anthrax,  while  one  control  was  injected 
only  with  the  MgCl,  and  another  only  with  anthrax.  This  experi- 
ment was  repeated  several  times,  and  the  rats  which  had  been 
injected  with  both  MgCl,  and  anthrax  died  first.  But  the  con- 
trols which  received  only  anthrax  also  died,  with  the  exception  of 
one  rat.  The  other  controls  were  not  sick.  These  experiments 
are  unsatisfactory  also  because  the  rats  at  our  disposal  were  less 
than  a  year  old,  and  it  is  well  known  that  young  rats  are  more 
susceptible  to  infection  with  anthrax  than  old  rats. 

THE  ACTION  OP  SALT  SOLUTIONS  UPON  HEMOLYSIS  BY  NORMAL  SEBA. 

In  our  experiments  each  tube  contained  0.05-0.1  c.c.  of  serum 
and  0.2  c.c.-0.4  c.c.  of  ^  salt  solution,  with  sufficient  0.85  per  cent, 
sodium  chloride  solution  to  make  1.0  c.c,  and  1.0  c.c.  of  a  freshly 
made  5  per  cent,  suspension  (NaCl)  of  carefully  washed  corpuscles. 
In  all  cases  the  serum  solution  mixtures  were  placed  at  36°  C.  for  at 
least  one-half  hour,  and  never  longer  than  two  hours,  before  add- 
ing the  corpuscles.  The  tubes  were  then  placed  at  36°  C.  for  two 
hours,  and  subsequently  in  the  ice-box  for  from  sixteen  to  twenty- 
four  hours.  So  far  as  possible,  the  different  sets  of  experiments — 
for  instance,  those  dealing  with  one  kind  of  corpuscle  or  one  kind 
of  serum — were  made  at  the  same  time  with  the  same  sera  and 
the  same  corpuscular  suspensions,  all  being  fresh,  so  that  the  con- 
ditions were  practically  uniform,  and  the  results  consequently 
comparable,  within  certain  limits.  The  reactions  of  all  the  mix- 
tures were  for  the  most  part  alkaline,  a  few  appearing  neutral  to 
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litmuB.  The  salts  used  for  making  the  solutions  were  the  purest 
obtainable,  and  the  water  used  was  first  distilled  three  times  over 
glass.  Too  much  stress  cannot  be  placed  upon  the  necessity  of 
the  most  careful  control  of  the  purity  of  the  salts  used  in  this  kind 
of  work.  Contamination  and  alterations  in  the  salt  used  in  making 
the  solutions  may  prove  sources  of  grave  error.  In  the  course  of 
these  experiments  some  sodium  fluoride,  presumably  of  reliable 
make,  was  found  to  exercise  marked  antihemolytic  action  upon  sera. 
This  must  have  been  due  to  some  gross  impurity.  Unfortunately, 
it  has  not  been  possible  to  use  the  same  solutions  throughout  the 
whole  series  of  experiments.  New  solutions  had  to  be  made  from 
time  to  time,  but  the  salts  used  have  always  been  the  best  obtain- 
able. In  order  to  record  the  results  as  accurately  as  possible,  the 
amount  of  hemolysis  has  been  put  down  in  percentages  determined 
by  means  of  a  colorimetric  scale  obtained  by  laking  decreasing 
amounts  of  corpuscles  in  2  c.c.  of  water,  100  per  cent.,  the  starting- 
point  being  formed  by  laking  in  2  c.c.  of  water  the  corpuscles 
contained  in  1  c.c.  of  the  suspension  used  in  the  corresponding 
experiment ;  90  per  cent,  would  be  2  c.c.  of  water  and  10  per  cent, 
less  corpuscles,  etc. 

In  the  case  of  certain  sera — e.  (/.,  dog  and  cat — considerable 
difficulty  may  be  met  in  reading  the  results  on  account  of  cloudi- 
ness of  the  serum,  apparently  due  to  the  presence  in  it  of  finely 
divided  fat.  In  such  cases,  as  well  as  in  all  cases  requiring  great 
accuracy,  it  is  well  to  dilute  with  salt  solution  the  mixtures  as  well 
as  fluids  composing  the  colorimetric  scale  up  to  several  times  the 
original  quantities.  Smaller  differences  in  color,  especially  toward 
the  high  end  of  the  scale,  may  now  be  determined  with  much 
greater  accuracy.  In  the  case  of  strongly  agglutinative  sera  the 
rapid  settlement  of  the  corpuscles  at  the  bottom  of  the  tubes  may 
interfere  somewhat  with  the  lytic  action,  which  always  requires 
some  time  for  full  development,  especially  when  small  quantities 
are  used  of  but  moderately  active  serum. 

In  order  to  obtain  as  accurate  an  idea  as  possible  of  the  degree 
or  strength  of  antihemolytic  action  of  the  salts  studied  in  these 
experiments,  the  quantities  of  serum  employed  have  in  most  cases 
barely  been  sufficient  to  cause  complete  laking  of  1.0  c.c.  of  the 
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5  per  cent,  corpuscular  suspension.  In  the  case  of  sheep,  rabbit, 
and  swine  sera,  however,  the  hemolytic  power  of  the  quantities 
employed  in  the  experiments  fell  far  short  of  this  standard. 

Table  III  gives  a  general  idea  of  the  extent  of  our  observa- 
tions, so  far  as  concerns  the  variety  of  sera  and  corpuscles  used, 
and  also  the  general  nature  of  the  results  obtained  with  the  salts 
to  which  it  is  desired  to  direct  special  attention  at  this  time.     We 

TABLE  III. 
The  AcrrioN  op  Salt  Solutions  upon  Hemolysis  by  Various  Sera. 


Solutions 

if) 


NnCl 

CaCU  0.2 

BaCU  0.2 

SrCU  0.2 

M^CI,  0.4 

K^SO^  0.4 

MtfSO,  0.4 

(NH,)JC03  0.2 

NaHCOa  0.2 

Na,C«H„0.  0.2 

NaX.O,  0.2 

(NHJJC,0,  0.2 

K,FotCn)«  0.2 

K.FeatCnl,,  0.2 


Human  Cobpuscles 
+  Sebum  of 


a 

-Co 


as 


Rabbit  Cokpuscles  -t  Serum  of 


1^ 


100 
10 
0 
0 
10 
0 
20 

r,0| 

50 
0 
0 
0 
0 
0 


lOOi    20 

Ol      0 


0 
0 
0 
5 
5 
100 
.50 
0 
0 
5 
0 
0 


GuiNEA-PiG  Cob  p. 

Ch'ck'n 
Corp.  + 

HORHE 

Corp. 

W.  Rat 
Corp.  + 

Dog  Serum  0.1 

Solutions 

+  Serum  of 

Seb.  of 

+ Serum  of 

Ser.  of 

+ 

Corp.  of 

(f) 

1- 

Beef 

O.I 
Sheep 

0.15 

|2 

& 

^3 

100 
0 

gi2 

100 
0 

1= 

100 

0 

& 

100 
40 

70 
10 

& 

90 
10 

100 

10 

c 

1 

0 

1 

NaCl. 

100 

3r> 

100 
5 

100 
5 

40 
10 

100 
20 

80 
0 

100 

10 

90 

CaCl,              0.2 

0 

BaCla              0.2 

0 

0 

2 

10 

10 

0 

0 

0 

0 

0 

30 

10 

0 

10 

0 

0 

SrCL               0.2 

Mff('l,             0.4 

5 

0 

3 

0 

10 

5 

10 

0 

0 

,J 

50 

20 

0 

10 

0 

0 

50 

50 

30 

40 

20 

.lO 

50 

.50 

10 

70 

60 

70 

10 

30 

10 

0 

K,SO.             0.4 

50 

80 

10 

40 

90 

40 

100 

50 

40 

100 

75 

0 

40 

30 

100 

90 

MgSO,            0.4 

{>mj,COa     0.2 

NaHC&a         0.2 

80 

100 

50 

40 

yo 

40 

100 

40 

10 

10 

W 

20 

40 

30 

100 

30 

10 

30 

5 

40 

70 

.50 

30 

100 

100 

100 

20 

30 

25 

30 

10 

10 

10 

20 

20 

20 

fiO 

50 

10 

100 

100 

100 

50 

10 

20 

20 

10 

0 

Na^C.H.Or    0.2 

0 

0 

0 

10 

20 

0 

25 

0 

0 

5 

0 

20 

0 

10 

5 

0 

Na,C,0.         0.2 

(NH4)JC,04  0.2 

k*Fe(ftn5«      0.2 

20 

30 

5 

5 

30 

10 

10 

i> 

0 

0 

10 

20 

0 

0 

15 

0 

20 

20 

25 

10 

10 

20 

10 

0 

30 

20 

20 

30 

5 

20 

20 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

K,Fe,(Cn),,  0.2 

0 

o'     0 

0 

0 

« 

0 

0 

0 

0 

0 

0 

0 

0 

0 

0 

Note.— In  all  the  experiments   tabulated  in  this  article  0  means  no  recognizable 
hemolysis.    It  is  probable  that  in  all  cases  a  small  degree  of  lysis  takes  place. 

have  not  tabulated  the  results  of  a  number  of  experiments  with 
KCl,  NaFl,  LiCl,  NH^Cl,  Nal,  NaBr,  NaNO^,  NaNOg,  NaClOg, 
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Nag  CO  3,  KCN,  and  several  other  substances  (urea,  oleate,  lactate, 
etc.),  because  of  the  general  absence  in  most  instances  of  all,  or 
at  least.«of  any  marked,  antilytic  effect  on  the  part  of  their  solu- 
tions (j)  in  the  proportions  of  0.2  c.c.  to  0.1  c.c.  or  so  of  serum. 
It  is  possible,  of  course,  that  some  of  the  solutions  may  prove 
antilytic  in  certain  cases  and  in  larger  quantities  of  "  solutions 
than  those  here  used.  In  high  concentrations — ^  ^^^  f — NaCl, 
KCl,  as  well  as  NaNOj,  NaNOj,  and  KCgHjO^,  and  probably 
also  many  others,  prevent  lysis  by  serum.*  It  is  noteworthy  that 
the  corpuscles  absorb  amboceptors  even  in  the  concentrated  solu- 
tions, observed  also  by  Ehrlich  and  Sachs,  and  a  few  preliminary 
experiments  indicate  that  the  hemolytic  power  (as  well  as  the 
bacteriolytic)  of  sera  treated  with  such  solutions  is  restored  upon 
diluting  the  mixtures ;  evidently  the  antilytic  action  of  the  salts 
(^  solutions)  in  Table  III  depends  on  other  factors  than  that  of 
concentration. 

There  are,  however,  many  salts  other  than  those  mentioned  in 
Table  III  that  will  diminish  or  suspend  lysis  by  serum  in  j  solu- 
tions; e.  g.,  tartrate  (shown  by  Man  waring  to  be  antilytic  for  goat 
serum,  and  by  us  to  be  antibacteriolytic),  salicylate,  benzoate, 
thiosulphate,  and  tungstate  of  sodium.  These  have  not  been 
included  in  a  suflScient  number  of  experiments  to  warrant  further 
consideration  at  this  time.  Numerous  experiments  have  been 
made  with  K^HPO^,  (NH J^HPO^,  (NHJ^SO^,  KCNO  and 
KCNS,  but,  on  account  of  variability,  the  results  are  as  yet  not 
ripe  for  full  discussion.  CaClg,  BaClg,  SrClg,  NagCgH^O,, 
Na,CgO„  (NHJ,CgO„  K,Fe(CN),,  and  K,Fe,  (CN),^  con- 
stantly  and  completely,  or  nearly  completely,  suspend  hemolysis 
by  normal  sera  under  the  conditions  peculiar  to  these  experiments. 
It  should  be  remembered  that  normal  serum  may  vary  in  its 
hemolytic  power,  so  that  our  results  must  not  be  accepted  in  too 
absolute  a  sense. 

MgClg,  Kg  SO  4,  and  MgSO^  have  proved  rather  disappointing, 
because  the  earlier  experiments  with  human  serum  and  rabbit 
corpuscles  showed  them  to  possess  decided  antilytic  properties, 
which  they,  however,  have  not  maintained  in  the  work  with  other 

1  See  also  von  Liagelshoim's  and  Markl's  experiments,  loc.  ci^. 
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sera.  It  is  possible  that  more  concentrated  (because  older) 
solutions  were  used  at  first.  Impurities  may  also  have  been 
present.  These  salts  have  also  only  a  weak  antibacteriolytic 
action. 

INHIBITION  BY  SALT  SOLUTIONS  OF  THE  ACTIVATION  BY  GUINEA-PIG 
SEBUM  OP  THE  HEMOLYTIC  AMBOCEPTORS  IN  COBBA  VENOM. 

Kyes*  has  shown  that  the  hemolytic  amboceptor  of  cobra 
venom  is  activated  by  lecithin,  with  which  the  amboceptor  may 
form  a  crystallizable  chemical  compound — a  discovery  of  the 
greatest  significance  to  the  study  of  lysins.  Cobra  venom  is  also 
activated  by  certain  constituents  of  normal  serum  that  in  every 
way  correspond  to  the  complements  in  the  usual  sense  of  the 
word.  The  careful  experiments  of  Kyes  and  Sachs*  show  conclu- 
sively that  the  complement  in  guinea-pig  serum  which  acti- 
vates cobra  venom  hemolytically  is  different  and  distinct  from 
lecithin.  For  the  purpose  of  studying  the  actions  of  antilytic  salt 
solutions  upon  lecithin  and  guinea-pig  serum  in  their  rOle  as 
activators  of  the  hemolytic  amboceptors  of  cobra  venom,  the  fol- 
lowing experiments  were  made  (Table  IV). 

The  recorded  quantities  of  lecithin  and  guinea-pig  serum  were 
mixed  with  salt  solutions,  made  up  to  1  e.c.  by  means  of  sodium 
chloride  solution,  and  placed  in  the  incubator  at  37.5°  C.  for  two 
hours;  at  the  end  of  this  time  the  venom  and  corpuscles  were 
added,  the  tubes  returned  to  the  incubator  for  two  hours,  and  then 
placed  in  the  ice-box  over  night.  The  ex[)eriment  was  repeated 
several  times,  with  practically  uniform  results.  In  some  of  the 
mixtures  containing  salt  solutions  and  lecithin  there  was  a  notice- 
able delay  in  the  laking;  e,  g.,  the  CaCl^,  BaClg,  MgS04, 
NaHC03,  K4Fe(CN)^,  and  K^Feg(CN)j.,  tubes.  Certain  beef 
corpuscles  are  more  susceptible  to  laking  by  the  ammonium  salts 
used,  and  by  sodium  bicarbonate,  than  others.  In  the  experi- 
ments recorded  in  Table  IV  perfectly  fresh  corpuscles  were  used, 
and  in  this  case  only  the  (NH4)2C03  and  NaHCOj  solutions 
(0.5  C.C.+  0.5  c.c.  NaCl  sol.+  l  c.c.  5  per  cent,  suspension  of  cor- 
puscles) paused  any  marked  laking — about  40  per  cent.  Other 
experiments  would  have  to  be  made  in  order  to  show  to  what 

1  Berl.  kUn.  Wchruchr.,  1903,  40,  p.  956.  2  Ibtd.,  1903,  40,  p.  21. 
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TABLE  IV. 

Action  op  Salt  Solutions  on  the  Lysis  op  Beep  Corpuscxes  by  Cobba 
Venom  Activated  (o)  by  Lecithin  (6)  by  Guinea-Pig  Serum. 


Solutions 


(?) 


NaCl 

CaCL 

BaCl, 

SrCl, 

MgCL 

K.HPO. 

(NHJ.HPO^ 

(NH,),SO, 

K,SO, 

MgSO^ 

(Nll,),CO, 

NaHCO, 

Na.C.H.O, 

Na8Cj,04 

K4Fe(Cn). 
Kge^(C„,... 

KCNS 


0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 
0.5. 


Suspension  of  Beef  Blood 
(5  per  cent.),  1  c.c,  and 
Cobra  Venom,  0.Q002  c.c.+ 


Lecithin, 
0.0001  C.C. 


100 
100 
50 
100 
100 
100 
100 
100 
100 
100 
100 
100 
20 
10 
100 
100 

+* 

100 
100 


Guinea- Pig 
Serum  0.2  c.c. 


100 

5 

4 

10 

20 

100 

100 

100 

70 

10 

100 

90 

0 

5 

20 

0 

0 

100 

100 


Washed,  Non-Hkmoltzed, 
Venom-Sebdk  Cor- 
puscles + 


Lecithin, 
0.0001 


Guinea-Pig 
Serum,  0.1  c.c. 


+ 
+ 
+ 


♦Color  masked  by  the  color  of  the  salt  solution. 

degree,  if  any,  these  solutions  prevent  lysis  by  venom  +  guinea- 
pig  serum  or  lecithin. 

Both  lecithin  and  guinea-pig  serum  cause  hemolysis  when 
added  to  the  washed  intact  corpuscles  in  those  cases  in  which  the 
hemolytic  action  of  venom  +  serum  were  suspended  wholly  or  in 
part  by  salt  solutions,  as  shown  in  Table  IV.  These  corpuscles 
were  washed  twice  in  large  quantities  of  NaCl  solution  and  resus- 
pended  in  2  c.c.  of  the  latter.  This  indicates  that  the  corpuscles 
were  venomized  in  the  serum-salt-venom  mixtures.  Only  minute 
traces  of  laking  developed  in  the  control  experiments  in  which 
the  corpuscles  were  treated  similarly  with  serum-salt  mixtures  and 
venom,  then  washed,  and  resuspended  without  the  addition  of  the 
lecithin  or  serum.  In  the  case  of  the  potassium  ferricyanide 
experiment,  however,  the  corpuscles  underwent  complete  laking  in 
the  course  of  the  washing. 

These  results  support  the  conclusions  of  Kyes  and  Sachs  that 
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lecithin  and  serum  complements  in  the  usual  sense  are  different 
and  distinct  substances.  The  fact  that  sodium  citrate  and  sodium 
oxalate  greatly  diminish  lysis  by  venom  and  lecithin  is  not  with- 
out interest.  (It  may  be  recalled  that  Kyes  and  Sachs  found  that 
guinea-pig  serum  contains  a  substance  which  inhibits  activation 
of  cobra  venom  by  lecithin.  The  inhibitory  effect  is  exercised  by 
so  small  quantities  of  serum  that  the  complement  in  the  latter 
does  not  suffice  to  activate  the  venom.)  But  the  results  shown  in 
Table  IV  also  support  the  conclusion  that  the  antilytic  action  of 
salt  solutions  is  due  to  their  effect  upon  the  complement. 

the  antilytic  action  op  disintegrated  typhoid  bacilli. 

Jn  view  of  the  bactericidal  effect  of  human  serum  on  typhoid 
bacilli,  the  development  of  typhoid  fever,  in  which  the  bacillemia 
of  recent  investigations  must  play  an  important  rOle,  appears  at 
first  sight  somewhat  puzzling,  if  we  assume  that  the  blood  has 
the  same  action  in  vivo  as  the  serum  in  vitro,  The  full  discussion 
of  this  problem  does  not  fall  within  the  scope  of  this  paper.  The 
similar  problem  of  anthrax  has  been  studied  recently,  with  inter- 
esting results,  by  Bail  and  Pettersson.* 

The  possibility  that  the  disintegration  of  typhoid  bacilli  might 
give  rise  to  antilytic  substances  led  to  the  following  experiments: 

A  large  excess  of  young  typhoid  bacilli  was  added  to  a  quan- 
tity of  human  serum,  incubated  for  eight  hours,  diluted  with  an 
equal  volume  of  salt  solution,  and  passed  through  a  porcelain 
filter.  This  serum  was  now  no  longer  bactericidal,  but  had 
decided  antibactericidal.  properties,  as  is  shown  by  the  following 
experiment : 


Filtrate 

Human  Serum 

Typhoid  Bacilli 

At  Once 

6  Hours 

1  C.c. 
1  C.c. 
1  c.c. 
NaCl  Sol. 
1  c.c. 

1  C.C. 

.  1  c.c. 

0.1  c.c. 
0.05  C.C. 
0.025  C.C. 

0.1  C.C. 
0.05  c.c. 
0.025  C.C. 

5,000 
5,000 
5,000 

5,000 
5,000 
5,000 

0 
10,000 

00 

0 
0 
0 

1  Loc.  cit. 
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The  objection  might  be  raised  that  the  difference  in  bacteri- 
olysis in  these  two  sets  of  tubes  is  due  to  the  fact  that  the  exhausted 
serum  forms  a  good  nutritive  medium.  This  objection  is  ren- 
dered improbable,  however,  by  the  fact  the  exhausted  serum  has 
also  antihemolytic  properties  in  that  it  protects  guinea-pig  cor- 
puscles against  human  serum. 

The  products  of  autolysis  of  typhoid  bacilli  also  have  anti- 
lytic  properties.  Following  the  method  of  Neisser  and  Shiga, 
twenty-four-hour  growths  of  typhoid  bacilli  on  glycei"in  agar 
slants  were  suspended  in-  salt  solution  (10  c.c.  for  each  tube),  the 
suspension  heated  for  one  hour  at  60^  C,  incubated  at  36°  C.  for 
forty-eight  hours,  and  passed  through  a  porcelain  filter.  The 
colorless,  transparent  fluid  thus  obtained  is  neutral  in  reaction. 
In  quantities  of  1-0.1  c.c.  to  0.1-0.2  c.c.  of  serum  this  fluid  has 
been  found  to  suspend  lysis  of  sheep  corpuscles  by  immune  goat 
serum  and  of  sensitized  sheep  corpuscles  by  normal  goat  serum ; 
of  rabbit  corpuscles  by  human  serum ;  of  human,  guinea-pig,  and 
beef  corpuscles  by  dog  serum ;  and  of  human,  guinea-pig,  and  beef 
corpuscles  by  sheep  serum.  Not  all  fluids  of  this  kind  have  the 
same  antilytic  strength,  and  the  lytic  power  of  the  different  sera 
also  varies  considerably.  Beef  serum  has  not  been  inhibited  by 
this  fluid,  heating  of  which  to  the  boiling-point  has  not  affected 
the  antilytic  action. 

The  antilytic  action  of  the  soluble  products  of  autolysis  of 
typhoid  bacilli  seems  to  be  due  to  the  effect  upon  the  comple- 
ment, because  guinea-pig  corpuscles  are  sensitized  in  dog  serum 
mixture  and  sheep  corpuscles  in  the  immune  goat  serum  mix- 
ture, as  shown  by  prompt  lysis  after  washing  the  corpuscles  and 
adding  the  proper  complements  in  small  doses  (0.05  normal 
guinea-pig  serum  in  the  first  case  and  0.005  normal  guinea-pig 
serum  or  0.05  normal  goat  serum  in  the  second  case). 

Soluble  products  of  autolysis  of  typhoid  bacilli  also  hinder 
bacteriolysis,  as  shown  by  the  following  experiment: 

At  Once  4  Hrs. 

Autolytic  fluid  1  c.c.  +  human  serum  +  typhoid  bacilli 3,600         1,500 

NaCl  solution  1  c.c.  +  human  serum  -\-  typhoid  bacilli 3,500  0 

The  results  of  these  experiments  may  be  taken  to  indicate  that 
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in  typhoid  infections  not  only  is  complement  used  up,  in  the 
course  of  the  bacteriolysis,  which  no  doubt  is  going  on,  but  that 
a  certain  amount  is  also  neutralized  by  the  soluble  products  of 
disintegration  of  typhoid  bacilli. 

Wilde*  interpreted  the  removal  of  lytic  properties  of  serum  by 
dead  bacteria  as  evidence  against  the  amboceptor-complement 
nature  of  lysins.  Closer  analysis  of  his  results  might  have  shown, 
however,  that  the  op{X)site  conclusion  would  have  been  correct.^ 

the  mode  op  action  of  antilytic  salt  solutions  and  their 
relations  to  the  complements. 

There  can  be  no  question  that  the  antilytic  salts  now  consid- 
ered prevent  lysis  by  virtue  of  their  action  on  the  complement. 
This  must  be  so  (1)  because  the  corpuscles  freely  take  up  the 
intermediary  bodies  in  the  various  non- lytic  serum  salt  mixtures; 
(2)  because  precipitation  of  the  inhibiting  salt  restores  the  lytic 
property  of  the  complement;  (3)  because  of  the  interesting  quan- 
titative relationships  between  complements  and  antilytic  salt 
solutions. 

1.  Repeated  ex[)eriments  show  that  corpuscles  become  sensi- 
tized,' /.  c,  absorb  intermediary  body,  in  the  non-lytic  serum  salt 
mixtures.  The  treated  corpuscles  were  washed  two  or  three  times 
in  sodium  chloride  solution,  and  then  subjected  to  the  action  of 
pure  complement.  In  all  cases  complete  or  marked  lysis  resulted 
promptly  with  minimum  doses  of  complement,  thus  showing  that 
th^  absence  of  lysis  in  the  mixtures  is  not  due  to  Komplementoid' 
verstojyfung  (Ehrlich  and  Sachs)  of  the  amboceptor.  In  the  con- 
trols of  washed  treated  corpuscles  suspended  in  sodium  chloride 
solution  without  the  addition  of  complement  no  laking  takes  place. 
(Perrocyanide  and  ferricyanide  of  potassium  seem  to  render 
guinea-pig  corpuscles  susceptible  to  laking  under  these  circum- 
stances.) It  may  be  emphasized  here  that  in  no  case  has  the 
treatment  of  sensitized  corpuscles  with  antilytic  solutions  inter- 

1  Loc.  cit. 

■i  We  have  found  since  writing?  the  above  that  Wright  and  Windsor  {Jour,  of  Hyg.,  1902, 
2,  p.  385)  observed  that  digestion  of  serum  with  typhoid«r  cholera  cultures  produces  anti- 
bactericidal  substances. 

=) Throughout  this  article  the  word  *' sensitized*'  is  used  only  in  the  sense  here  indi. 
cated,  and  not  in  the  sense  in  which  some  French  authors  speak  of  "  sensibilization." 
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fered  with  lysis  after  careful  washing  and  the  addition  of  com- 
plement. 

It  has  not  been  possible  to  go  through  the  entire  list  of  experi- 
ments in  the  manner  just  indicated,  but  it  has  been  determined 
that  absorption  of  amboceptor  in  non-lytic  serum  salt  mixtures 
takes  place  in  the  case  of  human  corpuscle  treated  with  beef, 
sheep,  and  goat  serum  (washing  and  adding  corresponding  com- 
plements); of  rabbit  corpuscles  treated  with  human  serum  and 
immune  guinea-pig  serum;  of  sheep  corpuscles  treated  with 
immune  goat  serum,  and  of  guinea-pig  corpuscles  treated  with 
dog,  beef,  and  horse  serum.  The  guinea-pig  corpuscles  treated 
without  hemolysis  by  dog  and  beef  serum  were  laked,  after  wash- 
ing, by  adding  0.1  c.c.  of  normal  guinea-pig  serum,  and  those 
not  laked  by  goat  serum  were  laked  after  washing  and  adding 
0.1  c.c.  horse  serum.  These  results,  taken  in  connection  with 
Manwaring's  observations  to  the  same  effect,  as  regards  dog  cor- 
puscles and  immune  goat  serum,  show  that  the  salts  suspend  lysis 
by  action  on  the  complement,  which  is  prevented  from  joining  the 
amboceptor.  That  corpuscles  absorb  intermediary  bodies  in  non- 
lytic  mixtures  of  sera  and  salt  solutions  is  shown  also  by  simply 
adding  to  such  mixtures  containing  intact  corpuscles  a  surplus  of 
pure  complement,  c,  (;.,  normal  guinea-pig  serum,  and  normal 
goat  serum  to  rabbit  and  sheep  corpuscles  treated  respectively 
with  immune  guinea-pig  serum  and  goat  serum,  which  is  followed 
by  prompt  laking,  the  anticipated  result,  if  the  conclusion  that 
the  antilytic  salts  act  on  complement  is  well  founded. 

2.  Manwaring  found  that  precipitation  of  inhibiting  salts 
restores  the  lytic  action  of  complement  in  goat  serum.  We  have 
verified  this  fact  for  a  number  of  sera,  normal  as  well  as  immune, 
so  far  as  inhibition  by  CaClg,  BaClg,  SrCl^,  and  NajCgO^  is 
concerned,  but  attempts  to  liberate  the  complements  in  ferro-  and 
ferricyanide  mixtures  by  precipitation  with  equivalent  quantities 
of  "  solutions  of  nickel  and  copper  chloride  met  with  failure.  As 
already  {x^inted  out,  the  bacteriolytic  action  of  serum  is  also 
restored  by  precipitation  of  the  antisalt — a  definite  indication 
that  here,  too,  the  complement  is  the  point  of  attack. 

In  some  instances  active  hemolytic  complement  was  liberated 
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from  mixtures  containing  neutralizing  doses  of  CaClg,  BaClg,  and 
SrClg,  by  precipitation  of  the  latter  several  days  after  the  com- 
plement had  disappeared  from  the  control  si)ecimens  of  untreated 
serum.  Here,  one  might  say,  it  would  seem  as  if  the  salt  solu- 
tions rendered  the  complement  more  resistant  to  the  influences 
that  lead  to  its  so-called  spontaneous  degeneration ;  or  that  the 
ion  or  salt-complement  compound  is  more  stable  than  the  form 
in  which  complement  naturally  occurs  in  serum. 

3.  In  case  the  solutions  prevented  lysis  by  direct  action  upon 
the  bodies  of  the  corpuscles  (or  the  bacteria),  one  would  hardly 
expect  any  such  accurate  quantitative  relationship  between  the 
solutions  and  the  complements  as  is  the  actual  case.  The  protec- 
tion against  lysis  by  a  given  quantity  of  "  solution  is  quickly 
overcome  when  the  amount  of  serum  or  complement  exceeds  a 
certain  definite  limit,  indicating  that  there  is  nothing  in  the  way 
of  free  Complement  directly  uniting  with  the  sensitized  corpuscle 
and  causing  its  lysis.  While  0.2  c.c.  of  CaClg  or  of  NajC^HgO, 
protect  guinea-pig  corpuscles  against  lysis  by-  0.1  c.c.  of  goat 
serum,  prompt  laking  occurs  if  to  this  mixture  is  added  0.05  c.c. 
of  dog  serum.  The  same  result  is  obtained  if  we  reverse  the 
sera,  indicating  again  that  the  corpuscles  are  as  susceptible  as 
ever  to  active  serum.  Similar  experiments  with  sheep  corpuscles 
sensitized  with  heated  immune  goat  serum  and  the  complement 
in  normal  goat  serum  and  guinea-pig  serum  give  the  same  result. 

Here  may  be  mentioned  again  that  the  activation  of  cobra 
venom  by  guinea-pig  serum  is  prevented  by  a  number  of  salt 
solutions,  which,  however,  have  no  such  action  on  lecithin — a 
phenomenon  most  readily  explained  as  due  to  the  direct  action  of 
the  salts  on  the  guinea-pig  complement. 

Manwaring  also  finds  that  the  amount  of  salt  necessary  to  pre- 
vent lysis  varies  directly  with  the  amount  of  complement  in  the 
serum  used.  Tables  V  and  VI  record  more  recent  experiments 
with  other  sera,  normal  as  well  as  immune,  the  results  of  which 
show  that  decreasing  amounts  of  antilytic  solutions  give  increas- 
ing lysis  with  the  same  quantity  of  complement  or  serum;  that 
increasing  quantities  of  complement  give  increasing  lysis  with 
the  same  amount  of  salt  solution ;  and  finally  that  multiple  pro- 
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portions  of  the  arnonnt  of  complement  and  salt  in  a  given  mixture 
maintain  about  the  same  lytic  value.  The  quantitative  relation- 
ships are  of  such  a  character  that  there  seems  to  be  good  reason 
to  believe  that  in  their  mutual  action  these  substances  follow 
demonstrable  physico-chemical  laws. 

When  added  to  sera,  some  salt  solutions  may  form  by  disso- 

TABLE  V. 

Quantitative   Relations    between   Certain    Antilytic    Solutions  xNr 

Doo  Serum. 

DOG  SERUM   AND  GUlNEA-PIG  OORPU8CLB8. 


CaCl, 

XaHCO, 

NaaCH.O, 

Na.C,0, 

K«Fe(CN), 

Amount  of 

Amount  of 

Amount  op 

Amount  of 

Amount  of 

Sol. 

Com. 

Lysis 

Sol. 

Ser. 

Lysis 

Sol. 

Ser.   Lysis 

Sol. 

Ser. 

Lysis 

Sol. 

Ser. 

Lysis 

0.24 

o.m 

10 

0.24 

0.05 

20 

0.24 

0.05      15 

0.24 

0.06 

0 

0.15 

0.05 

l.'i 

0.21 

0.05 

15 

0.21 

0.05 

20 

0.21 

0.05       25 

0.21 

0.05 

21 

0.12 

0.05 

30 

0.18 

O.tfi 

20 

0.18 

0.06 

28 

0.18 

0.05       30 

0.18 

0.05 

35 

0.09 

0.05 

40 

0.15 

0.05 

28 

0.15 

0.05 

35 

0.15 

0.05       42 

0.15 

0.05 

43 

0.06 

0.05 

55 

0.12 

O.ft-) 

40 

0.12 

o.a> 

50 

0.12 

0.06 

48 

0.12 

0.09 

50 

0.03 

0.05 

80 

0.18 

O.Oi 

30 

0.18 

0.07 

40 

0.21 

0.07 

50 

0.24 

0.07 

35 

0.12 

0.07 

GO 

0.18 

0.09 

60 

0.18 

0.09 

70 

0.21 

0.09 

70 

0.24 

0.09 

50 

0.12 

0.09 

70 

0.36 

0.1 

15 

0.:«' 

0.1 

25 

0.42 

0.1 

20 

0.48 

0.1 

5 

0.24 

0.1 

5 

0.72 

0.2 

5 

0  ?2 

0.2 

&5 

0.84 

0.2 

40 

0.96 

0.2 

5 

0.48 

0.2 

5 

DOG  SERUM   AND  SHEEP  CORPUSCLES. 


CaCU 

NaHCO. 

Na,CaH.Or 

Na.C.O, 

K^FeCCN). 

Amount  of 

Amount  of 

Amount  of 

Amount  of 

Amount  of 

Sol. 

Ser.  j  Lysis 

Sol 

Ser. 

Lysi.s 

Sol. 

Ser. 

Lysis 

Sol.  j  Ser. 

Lysis 

Sol. 

Ser. 

Lysis 

0.24 

0.05 

10 

0.24 

0.05 

15 

0.24 

0.06 

25 

0.15 

0(ft 

10 

0.15 

0.05 

16 

0.21 

0.05 

10 

0.21 

0.05 

18 

0.21 

0.05 

27 

0.12 

OMo 

30 

0.12 

0.05 

30 

0.18 

0.05 

15 

0.18 

0.05 

30 

0.18 

0.05 

30 

0.09 

0.05 

40 

0.09 

0.05 

38 

0.15 

0.0) 

20 

0.15 

O.CB 

.36 

0.15 

0.06 

32 

0.06 

0.05 

45 

0.06 

0.05 

40 

0.12 

0.05 

25 

0.12 

0.05 

40 

0.12 

o.a5 

a5 

0  03     0.05 

55 

0.03 

0.05 

50 

0.18 

0.07 

20 

0.28 

0.07 

15 

0.21 

0.07 

20 

0.24  ,  0.07 

15 

0.18 

0.09 

30 

0.28 

0.09 

;« 

0.21 

0.09 

30 

0.24 

0.09 

r) 

0.36 

0.1 

25 

0.36 

0.1 

5 

0.42 

0.1 

0 

0.48 

0.1 

0 

0.72 

0.2 

5 

0.72 

0.2 

•■) 

0.84 

0.2 

0 

0.96 

0.2 

0 

elation  substances  in  themselves  lytic  for  certain  corpuscles. 
Here  some  laking  results  in  spite  of  antilytic  action  of  the  salt 
upon  the  serum.  Our  experiments  show  that  in  certain  instances 
an  excess  of  salt  solutions,  especially  of  those  containing  NHj  and 
OH  ions,  above  that  necessary  to  prevent  hemolysis  undoubtedly 
causes  considerable  laking  of  some  corpuscles.  This  is  especially 
true  of  carbonate  and  oxalate  of  ammonium,  and  to  a  less  degree 
of  bicarbonate  of  sodium.     Thus  0.1  c.c.  of  ?  solution  of  ammo- 
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nium  carbonate  prevents  or  greatly  reduces  lysis  of  horse  cor- 
puscles by  0.1  C.C.  of  goat  serum,  and  of  horse  and  goat  corpuscles 
by  0.1  c.c.  of  dog  serum;  but  if  the  quantity  of  solution  is 
increased,  marked  laking  may  result  (Table  VII).  Similar  illustra- 
tions are  furnished  also  by  rabbit  corpuscles  and  sheep  corpuscles. 
In  our  experiments  the  fact,  emphasized  by  Arrhenius  and  Mad- 
sen,  that  the  corpuscles  bind  a  certain  amount  of  NHg  before 

TABLE  VI. 

Quantitative    Relations    between    Certain    Antilytic   Solutions  and 

Complement. 

sensitized  sheep  corpuscles  +  formal  ooat  serum. 


CaCl, 

BaCl, 

NaHCO, 

NaaC.H.Or 

Na.C.C 

'« 

Amount  op 

Amount  of 

Amount  op 

Amount  of 

Amount  of 

Sol. 

Com. 

Lysis 

Sol. 

Com. 

Lysis 

Sol. 

Com. 

Lysis 

Sol. 

Com. 

Lysis 

Sol. 

Com. 

Lysis 

0.3 

0.1 

10 

0.8 

0.1 

10 

0.3 

0.1 

20 

0.8 

0.1 

5 

0.3 

0.1 

20 

0.25 

0.1 

22 

0.25 

0.1 

20 

0.25 

0.1 

20 

0.25 

0.1 

5 

0.25 

0.1 

30 

0.2 

0.1 

50 

0.2    1  0.1 

40 

0.2 

0.1 

20 

0.2 

0.1 

5 

0.2 

0.1 

50 

0.15 

0.1 

100 

0.15 

0.1 

52 

0.15 

0.1 

28 

0.15 

0.1 

30 

0.15 

0.1 

65 

0.1 

0.1 

100 

0.1 

0.1 

100 

0.1 
0.1 
0.2 

0.1 

0.06 

0.1 

87 
20 
20 

0.1 
0.1 
0.2 

0.1 

0.06 

0.1 

50 
10 
10 

0.1 

0.1 

100 

SENSITIZED  SHEEP 

CORPUSCLES  + 

NORMAL  GUINEA-PIG 

SERUM. 

CaCl, 

NaHCO, 

NaaCeH^T 

Na.CtO^ 

K*Fe(CN). 

Amount  op 

Amount  op 

Amount  of 

Amount  op 

Amount  of 

Sol. 

Com. 

Lysis 

Sol. 

Com. 

Lysis 

Sol. 

Com. 

Lysis 

Sol. 
0.15 

Com. 

Lysis 

Sol. 

Com. 

Lysis 

0.15 

0.005 

15 

0.15 

0.005 

20 

0.15 

0.005 

20 

0.005 

30' 

0.06 

0.005 

15 

0.12 

O.Otf) 

25 

0.12 

0.0(» 

&5 

0.12 

0.005 

25 

0.12 

0.005 

40 

0.04 

0.005 

25 

0.00 

o.oa> 

30 

0.09 

0.005 

50 

O.OB 

0.005 

30 

0.09 

0.005 

60 

0.02 

0.005 

35 

0.06 

0.005 

40 

0.06 

0.005 

100 

0.06 

0.005 

35 

0.06 

0.006 

100 

0.06 

0.0075 

30 

0.15 

0.0075 

35 

0.12 

0.0075 

loe 

0.08 

0.005 

40 

0.12 

0.0075 

100 

0.06 

0.01 

38 

0.15 

0.01 

40 

0.12 

0.01 

100 

0.12 

0.0075 

30 

0.12 

0.01 

100 

0.15 

0.0075 

0 

0.45 

0.0075 

15 

0.45 

0.0075 

20 

0.12 

0.01 

35 

0.45   0.0075 

20 

0.2 

0.01 

5 

0.6 

0.01 

15 

0.6 

0.01 

20 

0.45 
0.6 

0.0075 
0.01 

20 
20 

0.6 

0.01 

20 

Note.— Special  mention  must  be  made  of  agglutination  as  a  source  of  error,  especially 
in  experiments  with  immune  serum.  The  tendency  to  agglutination  not  only  makes  it 
difficult  to  secure  an  equal  distribution  of  the  corpuscles  in  the  suspension,  but  the  rapid 
settlement  of  the  corpuscles  may  interfere  more  or  less  with  lysis. 

laking  occurs,  is  noticeable.  It  seems  also  that  serum — heated  as 
well  as  unheated — may  interfere  with  the  laking  by  ammonia. 
It  is  quite  likely  that  the  extent  to  which  ammonia  may  be  bound 
by  diflFerent  corpuscles  and  sera  is  subject  to  considerable  varia- 
tion, and  that  this  may  be  a  factor  in  the  variability  of  the  results 
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in  the  antilytic  experiments  with  many  ammonium  salts.  CaCl  j 
solution  is  also  lytic  for  some  corpuscles,  unless  bound  or  neutral- 
ized by  substances  in  the  serum  (complement?),  as  observed  al§o 
by  Manwaring — a  fact  that  hardly  would  harmonize  with  the  idea 
that  CaClg  prevented  lysis  by  direct  action  on  the  corpuscles. 

The  practically  uniform  antihemolytic  (and  antibacteriolytic) 
actions  of  CaCl,,  BaCl,,  SrCl,,  NagC.HsO,,  Na,CgO„  (NH  J, 
CjO^,  K^Fe(CN)^,  and  K^Fcg  (CN)| ,,  upon  all  sera  examined 

TABLE  VII. 
Lysis  by  Excess  op  Antilytic  Dose  op  (NH4),C0,  and  (NH4),C,04. 


Sheep 

Goat 

Horse 

QUINEA- 
PlG 

Rabbit 

SOLUTIOl 

«s 

Corpuscles  + 

Corp.  + 

Corpuscles  + 

CORP.+ 

CORP.+ 

(j) 

Dog 

Immune 

Ser.?§.l 

Dog 

Goat 

Dog 

Immune 
Quinea- 

Ser.,0.03 

Goat 

Ser.,  0.1 

Ser.,  0.1 

Ser.,0.05 

Pig 

Ser.,  0.1 

Ser.,  0.05 

NaCl 

100 

100 

100 

100 

100 

100 

100 

(NH4)8CO, 

0.5 

35 

20 

20 

100 

eo 

75 

100 

« 

0.4 

25 

10 

0 

85 

40 

70 

100 

u 

0.3 

o 

0 

0 

30 

30 

20 

70 

u 

0.2 

5 

0 

0 

20 

20 

20 

40 

u 

0.1 

25 

5 

10 

30 

0 

30 

0 

t( 

0.05 

50 

30 

30 

30 

5 

70 

20 

(NH,).C.O, 

0.5 

35 

40 

60 

(i 

0.4 
0.3 

25 

20 

40 
20 

45 
10 

(( 

0.2 

20 

5 

0 

it 

0.1 

35 

40 

0 

(( 

0.05 

100 

80 

80 

speaks  strongly  in  favor  of  great  similarity  of  nature  and  structure 
of  various  complements  in  various  sera  and  in  the  same  serum. 
Whether  it  is  possible  on  the  strength  of  the  data  at  hand  in 
regard  to  certain  salts  with  variable  antihemolytic  action  (see 
Table  III)  to  make  out  any  real  quantitative  differences  in  com- 
plements is  very  doubtful,  because  our  experiments  with  normal 
sera  have  been  made  on  the  same  general  plan,  without  any 
attempts  to  determine  the  exact  lytic  dose  of  complement  for  the 
amount  of  amboceptor  in  each  case. 

Were  this  done,  and  the  antilytic  effect  of  varying  quantities 
of  the  solutions  then  determined,  a  much  truer  estimate  would  be 
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possible  of  their  real  value.  In  other  words,  accurate  quantita- 
tive experiments,  which  cap  be  made  best  with  immune  sera,  are 
necessary  to  determine  the  exact  antilytic  value  of  a  salt.  Inas- 
much as  many  sera  contain  more  than  one  complement,  and 
inasmuch  as  the  antisalts,  as  a  rule,  seem  to  act  on  all  comple- 
ments in  a  serum,  it  becomes  clear  that,  in  order  to  determine 
with  utmost  exactness  the  precise  antilytic  dose  of  a  solution,  it 
would  be  necessary  to  have  a  serum  with  but  one  complement. 

No  doubt  the  relative  amounts  of  amboceptor  and  complement 
vary  in  the  sera  of  different  animals,  and  even  in  the  same  animal 
at  different  times.  Now  von  Dungem,  Gruber,  and  especially 
Morgenroth  and  Sachs,'  show  that  in  the  presence  of  large  amounts 
of  amboceptors  relatively  small  amounts  of  complements  suflSce 
for  lysis.  Hence  in  normal  sera  with  high  complement  content 
enough  free  complement  may  remain  in  some  serum  salt  mixtures 
to  cause  more  or  less  laking,  depending  on  the  amount  of  ambo- 
ceptor, and  thus  variation  in  the  relative  amount  of  amboceptor 
and  complement  may  help  to  account  for  variations  in  the  antilytic 
action  of  salts.  In  the  course  of  the  experiments  with  sensitized 
corpuscles  and  complement  (Table  VI),  Morgenroth  and  Sachs's 
observations  on  the  effect  of  larger  doses  of  amboceptor  in  dimin- 
ishing the  amount  of  complement  necessary  for  lysis  could  be 
confirmed  frequently.  Owing  to  this  •  relationship  between  com- 
plement and  amboceptor,  it  is  diflScult  to  obtain  uniform  results 
in  experiments  with  antilytic  salts  and  immune  sera. 

Of  the  many  other  factors  that  would  have  to  be  considered  in 
any  attempt  to  discuss  more  fully  the  variations  in  the  antilytic 
action  of  some  salts  we  would  mention:  the  conditions  that  influ- 
ence the  dissociation  of  the  salts ;  the  variations  in  the  suscepti- 
bility of  corpuscles  to  various  forms  of  laking ;  in  the  case  of  the 
ammonium  salts,  the  variations  in  the  amounts  of  lytically  active 
ammonia  set  free ;  and  variations  in  the  relative  amounts  of  differ- 
ent complements  in  a  given  serimi,  as  well  as  in  the  aflSnity  for 
complement  on  the  part  of  amboceptors. 

As  already  ixjinted  out,  the  interesting  fact  that  complements 
in  general  are  neutralized  by  certain  salts  indicates  a  close  rela- 

1  Berl.  klin.  Wchyiachr.,  1902,  39,  pp.  517. 
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tionship  in  the  chemico-physical  nature  of  complements.  Their 
ready  response  to  this  action  of  salts  is  in  marked  contrast  to  the 
behavior  of  the  intermediary  bodies,  which  appear  wholly  un- 
affected by  the  same  salts  in  the  quantities  necessary  to  counteract 
the  complements.  Perhaps  this  important  point  of  distinction 
may  prove  of  service  in  the  further  study  of  these  bodies. 

At  this  time  we  do  not  wish  to  enter  upon  any  extended  dis- 
cussion of  the  interesting,  but  difficult,  problem  of  the  exact  mode 
of  neutralization  of  complements  by  certain  salts — whether  the 
function  of  the  atomic  weight,  the  valency,  the  nature  of  the 
electrical  charge,'  or  solution  tension  of  the  ions.*'* 

CONCLUSIONS. 

In  small  doses  of  j  solutions  many  salts  prevent  lysis  of  red 
corpuscles  and  of  bacteria  by  various  sera.  The  same  salts  inhibit 
the  activation  of  cobra  venom  by  guinea-pig  serum. 

The  soluble  substances  of  disintegrated  typhoid  bacilli  have 
antibacteriolytic  and  antihemolytic  properties. 

The  antilytic  salts  here  considered  prevent  hemolysis,  and 
probably  also  bacteriolysis,  by  virtue  of  their  action  on  the  com- 
plements, (1)  because  in  non-lytic  serum  salt  mixtures  corpuscles 
freely  take  up  amboceptors  whose  complementophile  groups 
remain  free;  (2)  because  precipitation  of  antisalts  restores  lytic 
property  of  complement ;  (3)  because  of  the  quantitative  relation- 
ship between  complements  and  antisalts. 

It  is  probable  that  in  their  reactions  complements  and  antilytic 
salt  solutions  follow  simple  physico-chemical  laws. 

1  The  following  extract  from  one  of  Loeb's  articles  {Popular  Science  Monthly,  1902,  61, 
p.  80)  may  be  driven  as  represent! nf?  his  conception  of  the  mode  of  physiological  action  of 
electrically  charged  molecules:  '* The  fact  that  ions  may  act  toxically  through  their  elec- 
trical charges,  and  that  ions  with  the  opposite  charge  may  act  antitoxicaUy,  may  open  a 

new  and  very  fertile  field  for  pathology  and  therapeutics Two  years  ago  I  pointed 

out  that  we  must  realize  the  existence  of  physiologically  balanced  salt  solutions,  that 
means  salt  solutions  in  which  the  ions  are  so  combined  that  the  toxic  effects  of  the  one  are 
counteracted  by  the  antitoxic  effect  of  some  other  ion.  Any  disturbance  in  the  right  pro- 
portions of  monovalent  ions  and  ions  of  higher  valency  must  lead  to  more  or  less  pronounced 
modifications  of  the  life  phenomena."  In  connection  with  this  it  is  interesting  to  note  that 
Von  Behbino  {Beitrdge  zur  exp.  Therapie,  1904)  attempts  to  explain  the  neutralization  of 
tetanus  toxin  by  antitoxin  by  the  assumption  that  +  energy  is  neutralized  by  —  energy, 
without  there  necessarily  being  any  chemical  union  of  the  antitoxin  .with  the  toxin. 

2  A.  P.  Mathews,  Arner.  Jour,  of  Physiol.,  1901, 10,  p.  290. 
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That  complements  generally  are  neutralized  by  the  same  salts 
indicates  a  close  relationship  of  their  chemico-physical  properties. 

So  far  as  their  functions  in  lysis  are  concerned,,  amboceptors 
appear  to  remain  unaffected  by  antilytic  salts  in  quantities 
sufficient  to  neutralize  the  complements. 

The  susceptibility  of  complements  to  the  influence  of  various 
non-specific  anticomplements — e.  g.,  salts,  glycogen  (Wendelstadt), 
products  of  disintegrated  typhoid  bacilli — suggests  that  neutral- 
ization of  complements  may  play  an  important  rOle  in  certain 
infections. 
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ON  THE  LEUCOCYTOSIS  IN  SCARLET  FEVER.* 

OSKAR    KlOTZ, 
GoTernor's  FelloMr  in  Pathology,  McGill  University,  Montreal. 

In  the  following  observations  an  attempt  has  been  made  to 
verify  the  observations  of  previous  writers,  and  further  to  note 
the  amount  of  leucocytosis  in  different  stages  of  scarlet  fever,  in 
different  grades  of  severity  of  the  disease,  and  also  the  effect  of 
the  various  complications  and  sequelsB  on  the  white  blood  count. 
Though  there  are  changes  in  the  various  elements  of  the  blood 
in  scariet  fever,  erythrocytes  as  well  as  leucocytes,  it  is  to  the  con- 
dition of  the  white  cells  that  I  shall  confine  myself. 

Pick,  Halla,  Rieder,  and  Kotschetkoff  were  among  the  first  to 
report  their  observations  in  blood  analysis  of  scarlet  fever  patients, 
and  all  were  agreed  on  the  constant  presence  of  a  leucocytosis. 
Their  actual  figures  as  to  the  intensity  of  the  leucocytosis  vary 
considerably,  due  no  doubt  to  the  varying  intensity  of  the  disease. 

Kotschetkoff  found,  after  examining  the  blood  of  twenty 
scariatina  patients,  that  the  leucocytosis  was  directly  proportionate 
to  the  severity  of  the  cases,  the  variation  lying  between  a  minimum 
of  10,000  and  a  maximum  of  40,000.  The  highest  leucocytosis 
(40,000)  he  obtained  in  rapidly  fatal  cases.  He  found  an  early 
leucocytosis  in  all,  reaching  its  height  on  the  second  or  third  day, 
then  gradually  decreasing  to  normal  after  six  weeks.  From  his 
observations  he  concluded  that  neither  temperature,  lymphadenitis, 
otitis,  nor  nephritis  had  any  effect  on  the  number  of  leucocytes. 
In  his  cases  the  Uberreiffen  Formen — the  neutrophiles  and  eosino- 
philes — were  increased  in  number  to  85-98  per  cent.,  but  those 
having  95  per  cent,  or  more  of  neutrophiles  and  eosinophiles  ended 
fatally.  These  cells  were  found  in  greatest  number  on  the  second 
day  of  the  rash,  from  which  time  on  there  was  a  daily  decline  to 
normal.  After  returning  to  normal,  further  complications  had  no 
influence  on  the  count.  In  fatal  cases  the  eosinophiles  and  neutro- 
philes remained  at  their  maximum.     Kotschetkoff  found  that  the 

♦  Received  for  publication  January  26, 1904. 
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eosinophiles  were  increased,  except  in  fatal  cases,  from  the  third 
day  on  till  the  third  week,  to  as  much  as  15  per  cent. 

Zappert,  from  his  studies  on  eosinophiles,  concludes  that  in 
fevers,  during  the  febrile  intoxication,  there  is  a  fall  in  the  eosino- 
philes. After  the  disappearance  of  the  fever,  the  eosinophiles 
gradually  ascend  to  normal.  In  scarlatina  he  agrees  with  Kotschet- 
koff  in  the  early  diminution  of  the  eosinophiles,  with  a  sub- 
sequent rise,  reaching  the  maximum  at  the  end  of  the  third  week. 

Of  the  more  recent  writers  on  the  subject,  Sacqu^p^e  found 
that,  in  older  patients,  twenty  to  twenty-two  years  of  age,  the 
eosinophiles  were  increased  early  in  the  disease  (fourth  or  fifth 
day),  and  the  increase  persisted  for  three  or  four  weeks.  The 
apparent  increase  in  the  mononuclears,  he  holds,  is  due  to  a  more 
rapid  decrease  in  number  on  the  part  of  the  polynuclears.  Cer- 
vical adenitis  and  parotiditis,  as  complications  of  scarlatina,  both 
show  more  or  less  leucocytosis.  In  fatal  cases  of  scarlatina  he 
observed  a  hyperleucocytosis  with  *' abnormal"  forms,  which  he 
found  in  none  but  malignant  cases.  The  polynuclear  cells,  show- 
ing a  decided  acidophile  nature,  he  regarded  as  degenerated 
eosinophiles. 

Reckzeh  found  a  maximum  leucocytosis  of  41,000,  on  the  fourth 
to  the  ninth  day.  The  decline  in  the  number  of  leucocytes,  he 
states,  is  gradual,  and  reaches  its  normal  toward  the  third  week. 
He  found  that  adenitis,  joint  affections,  and  endocarditis  each 
causes  an  increased  leucocytosis.  On  the  contrary,  nephritis  is 
followed  by  a  decrease  in  the  number  of  white  cells.  The  lympho- 
cytes are  fewer  at  the  onset,  but  later  increase  as  the  polynuclears 
decrease.  The  eosinophiles  in  his  series  varied  from  1  to  12.5 
per  cent.,  reaching  the  maximum  about  the  eighth  day.  He 
believes  that  the  unknown  scarlatinal  toxin  stimulates  the  blood- 
producing  organs  (as  regards  the  leucocytes)  to  a  greater  activity, 
with  a  consequent  increased  white  cell  count. 

Reckzeh  gives  a  very  full  tabulated  statement  of  the  successive 
blood  counts  throughout  the  course  of  each  of  his  ten  cases,  often 
as  many  as  a  dozen,  and  extending  from  the  second  or  third  day 
of  the  fever  to  the  end  of  the  fifth  or  sixth  week.  What  api)ears 
to  me  not   a  little  remarkable  is  that,  in  the  majority  of  these 
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counts,  he  reports  either  a  low  count  or  a  total  absence  of  eosino- 
philes.  This  he  does  not  refer  to  in  his  summing  up,  but,  on  the 
contrary,  lays  stress  upon  the  eosinophilia.  Judging  from  my 
observations,  his  "0"  in  many  cases  means  either  that  he  has 
failed  to  count  the  eosinophiles,  or  else  that  he  has  regarded  the 
faintly  stained,  coarsely  granular  oxyphile  cells  among  the  neutro- 
philes.  Reference  to  the  plate  accompanying  this  paper  will,  I 
think,  establish  that  these  are  truly  to  be  classed  as  eosinophiles 
proper. 

Rille*  observed  that  in  two  moderate  cases  of  scarlatina  the 
eosinophiles  were  moderate  in  number,  though  there  was  a  leucocy- 
tosis  varying  from  8,800  to  18,200.  In  a  fatal  case  he  found  the 
eosinophiles  increased  5.3  to  7.77,  with  a  leucocytoftis  of  from 
15,000  to  20,000. 

Plan tenga,  comparing  the  results  of  his  examinations  of  measles 
and  Rdthehi  with  those  of  scarlatina,  concluded  that  a  diagnostic 
point  could  be  made  of  an  early  increase  in  the  polynuclears  in  the 
two  first-mentioned  diseases.  Reference  to  my  tables  does  not 
support  this  view. 

Mackie  found  in  examining  the  blood  of  scarlet  fever  patients 
that  the  leucocytosis  was  marked  in  mild  or  moderate  cases,  while  in 
unfavorable  cases  the  leucocytosis  was  less  marked  or  even  absent. 

While  writing  this  article,  after  the  completion  of  my  obser- 
vations, my  attention  was  drawn  by  Dr.  Hektoen  to  a  singularly 
full  and  able  paper  on  the  subject  by  J.  M.  Bowie.  Bowie 
examined  many  more  cases  than  are  taken  up  here,  but  I  was 
very  much  struck  with  the  similarity  of  his  observations  with 
those  here  given.  What  would  appear  to  be  discrepancies  in  oar 
results  I  think  can  be  explained  by  two  facts:  one,  the  constant 
variation  in  the  intensit)  and  nature  of  scarlatinal  epidemics,  and 
the  other,  our  different  classification  of  the  varieties  of  the  dis- 
ease. No  one  will  deny  the  great  variation  in  the  intensity  and 
sequelae  to  which  scarlatinal  epidemics  are  subject,  which  neces- 
sarily must  also  affect  the  leucocytosis.  Bowie  divides  his  cases 
into  scarlatina  simplex,  scarlatina  anginosa,  and  fatal  cases.  In 
the  first  group  he  considers  only  the  mild,  I  presume  uncompli- 
cated, cases.     In  the  second  group  he  places  all  moderately  severe 

*  Cited  by  Reckzeh. 
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cases,  with  and  without  complications.  In  my  series,  those 
spoken  of  as  moderately  severe  I  divide  into  two  classes — the 
pure  uncomplicated  o^ses,  and  those  with  complications  of  adeni- 
tis, otitis,  joint  affections,  and  so  on.  Bowie  also  divides  his 
fatal  cases  into  two  groups — *' those  that  never  recover  from  the 
primary  shock  of  the  fever,  and  those  that  make  a  bold  bid  for 
life,  but  die  eventually  from  exhaustion  and  toxemia."  Two  of 
the  cases  to  be  considered  later  come  under  the  first  heading;  a 
third,  under  the  second.  I  shall  take  up  his  paper  more  fully  in 
the  summary,  and  compare  the  results  with  the  present  observations. 

Remembering  the  frequent  discovery  of  streptococcal  compli- 
cations in  this  disease,  it  becomes  worth  while  to  note  the  obser- 
vations made  regarding  the  variations  in  the  leucocytes  in  septic, 
and  more  particularly  in  streptococcal,  disorders. 

Cabot  has  tabulated  a  series  of  cases  of  septicemia,  and  found 
that  forty-two  out  of  fifty-six  gave  a  leucocytosis  varying  from 
9,000  to  77,500.  The  leucocytosis  was  of  the  polymorphonuclear 
type,  with  a  disappearance  of  the  eosinophiles  and  a  diminution 
of  the  lymphocytes.  He  further  reports  the  examination  of  three 
cases  in  which  the  streptococcus  was  isolated,  and  showing  a  vary- 
ing leucocytosis  of  from  24,800  to  46,000. 

Rieder  notes  in  a  fatal  case  of  sepsis  that  the  eosinophiles  are 
wholly  absent. 

Residence  in  an  infectious  disease  hospital  (the  Ottawa  Isola- 
tion Hospital)  gave  me  an  opportunity  of  examining  a  series  of 
fourteen  cases  of  undoubted  scarlatina.  Only  those  cases  were 
utilized  in  which  the  clinical  history  and  symptoms  indicated  the 
unquestionable  nature  of  the  disease.  As  all  the  cases  are  from 
hospital  practice,  examinations  were  not  obtained  earlier  than 
twelve  hours  after  the  onset ;  hence  no  results  can  be  given  as  to 
the  leucocytosis  appearing  during  the  incubation  period. 

The  ages  of  the  patients  ranged  from  two  and  a  half  to  four- 
teen years.  The  examination  consisted  in  the  estimation  of  the 
white  cells  per  cubic  millimeter,  and  the  preparation  of  stained 
slides  for  the  estimation  of  the  relative  count,  and  the  minute 
detail  of  the  cells. 
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The  blood  was  obtained  in  the  usual  way  from  the  lobe  of  the 
ear.  The  examinations  were  made  late  in  the  morning,  usually 
just  before  noon,  to  obtain  counts  as  nearly  as  possible  under 
similar  conditions,  and  eliminate  the  leucocytosis  following  diges- 
tion. The  examination  was  made  with  a  Thoma-Zeiss  hemo- 
cytometer,  using  a  3  per  cent,  acetic  acid  solution,  tinged  with 
gentian  violet,  as  a  diluting  medium.  Three  successive  counts 
were  made  of  the  complete  400  squares  each,  making  a  total  of 
1,200  squares. 

The  films  were  made  on  coverslips  and  fixed  in  a  mixture  of 
equal  parts  of  alcohol  and  ether,  being  stained  later  by  the  Nocht- 
Romanowsky  method.  For  the  determination  of  the  relative 
numbers  of  white  cells  present  at  least  800  cells  were  counted. 
In  studying  the  more  minute  structure  of  the  cells  a  one-twelfth 
oil  immersion  lens  and  No.  5  ocular  W3re  used  (Reichert). 

As  normally  there  is  a  considerably  higher  count  of  white 
cells  in  children  than  in  adults,  a  leucocytosis  was  considered  only 
in  the  presence  of  10,000  or  over  per  cubic  millimeter.  The 
normal  adult  differential  count  may  be  considered  as. 

Per  cent. 
Lymphocytes  ---.-..  22-25 
Polymorphonuclear  neutrophile8  -  -  62-70 
Eosinophiles 0.5-4 

In  infancy  and  childhood  the  percentage  of  lymphocytes  is 
higher  (40-(30  per  cent.),  and  the  polymorphonuclears  are  only 
28-40  per  cent.  (Cabot). 

The  cases  examined  in  these  observations  were:  two  cases  of 
very  mild  scarlatina,  nine  of  moderate  severity,  and  three  of 
malignant  scarlatina,  two  of  which  died  within  three  days  after 
the  onset.  Among  the  cases  of  moderate  severity  were  also  those 
developing  adenitis,  otitis  media,  nephritis,  and  arthritis.  In  two 
patients,  counts  were  obtained  before  and  after  the  administration 
of  antistreptococcic  serum. 

MILD    SCARLATINA. 

The  diagnosis  in  these  two  cases  rested  mainly  on  the  mode  of 
onset,  the  presence  of  other  cases  of  scarlet  fever  in  the  same 
family,  and  the  subsequent  desquamation. 
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In  the  very  mild  type  of  scarlet  fever  the  white  cells  showed 
little  or  no  change  in  number  or  relative  count.  This,  then, 
resembles  the  condition  found  in  pneumonia,  where  we  also  meet 
with  a  normal,  or  even  subnormal,  count  during  a  mild  attack. 
The  highest  count  obtained  in  these  two  cases  was  12,780  on  the 
second  day,  while  the  lowest  was  7,400.  The  differential  counts 
were  normal.  The  conditions  here  also  bear  a  close  resemblance 
to  those  seen  in  measles,  where  the  count  is  always  low. 

Case    I,  female,  CBt  (>—  2d    day  -        -        -    12,780 

9th  day  -        -          9,228 

11th  day  -        -        -    10,740 

28th  day  -        -         11,680 

Case  II,  female,  cet  2—  2d    day  -        -        -      9,440 

12th  day  -        -          7,400 

In  each  of  these  cases  the  rash  consisted  of  a  diffuse  blush 
over  the  body,  which  disappeared  by  the  fourth  day;  the  sore 
throat  was  very  slight;  and  desquamation  was  of  the  fine  branny 
character.  In  neither  case  were  there  any  complications  during 
convalescence. 

SCARLATINA    OF    MODERATE    SEVERITY. 

This  type  of  the  disease  presents  to  us  the  most  interesting 
series,  for  in  it  we  meet  with  some  running  an  uncomplicated 
course  of  scarlet  fever,  while  others  develop  adenitis,  otitis  media, 
and  so  on,  thus  giving  us  several  classifications  to  be  considered. 

During  the  first  week  we  may  consider  all  the  cases  of  this 
type  of  the  disease  under  the  same  heading,  as  up  to  this  time  no 
complications  have  arisen. 

Viewing  the  leucocytosis  as  it  occurs  on  the  different  days, 
the  results  are  as  follows: 

Day  of  No.  of  Cases    Average 

Disease  Examined       Count 

2d 1  18,000 

3d 5  32,260 

4th 3  33,186 

5th 2  29,506 

6th 1  30,670 

8th 2  23,060 

The  highest  individual  count  obtained  in  the  above  series  was 
78,133  on  the  third  day  of  the  disease.  No  reason  could  be 
assigned  for  this  high  count,  as  the  leucocytes  numbered  only 
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28,730  on  the  fifth  day,  while  the  case  ran  its  further  course  of 
moderate  severity  with  no  complications.  The  lowest  count 
during  the  first  week  was  11,370. 

In  the  above  series,  it  will  be  seen,  the  leucocytosis  ascends 
till  the  fourth  day — which  just  about  represents  the  course  of  the 
intensity  of  the  scarlatinal  rash. 

None  of  the  patients  had  a  temperature  above  103.2^,  and  the 
highest  temperature  was  usually  on  the  second  or  third  day.  The 
curve  of  the  leucocytes  does  not  follow  the  temperature  curve. 
While  we  may  note  a  sudden  drop  in  the  fever,  this  does  not 
denote  a  consequent  fall  in  the  number  of  leucocytes,  which 
gradually  decrease  in  number  till  the  fourth  or  fifth  week. 

From  the  eighth  day  on,  the  cases  must  be  divided  under  sev- 
eral headings  as  complications  arise: 

Pure  uncomplicated  cases,- — Of  the  uncomplicated  cases  of 
moderate  scarlatina  in  the  series  there  were  five,  in  which  the 
counts  resulted  as  follows: 

Day  of  No.  of  Cases    Ayerage 

Disease  Examined        Count 

15th 3  15,585 

21st 3  13,260 

25th 1  15,270 

29th 2  12,890 

34th 1  10,900 

The  tabulation  shows  a  gradual  decrease  in  the  leucocytosis. 
During  this  time  (from  the  end  of  the  second  week  on)  the  tem- 
perature runs  a  normal  course  and  desquamation  is  advancing. 
Desquamation  of  various  intensity  showed  no  change  in  the 
white-cell  count. 

Complicated  cases. — One  case,  complicated  with  adetiitis  and 
otitis  media  (suppurative)  during  the  third  week,  gave  an 
increase  in  the  leucocytosis.  The  discharge  from  the  ear  con- 
tained streptococci,  staphylococci,  and  some  large  bacilli  which 
were  not  determined. 

Day  of 
Disease  Count 

15th  -        -    14,720 

18th  -        -        Onset  of  adenitis  and  otitis  media 

19th  18,460 

25th  -        -        16,250 

32d  -        -        -    13,630 

Two  cases,  complicated  with  varicella,  gave  an  increased  leu- 


Digitized  by 


Google 


On  the  Leucocytosis  in  Scarlet  Fever 


411 


cocytoBis  at  the  onset  of  the  second  disease  (the  rise  in  tempera- 
ture being  the  first  symptom)  and  before  the  appearance  of  the 
vesicles.  The  first  case  occurred  on  the  sixteenth  day,  with  a 
consequent  leucocytosis  of  20,470 — a  rise  of  nearly  7,000  over  an 
examination  three  days  previously.  The  second  case  developed 
varicella  nineteen  days  after  the  onset  of  scarlatina,  and  showed  a 
leucocytosis  of  18,060  on  the  day  previous  to  the  appearance  of 
the  vesicles.  Forty-eight  hours  after  the  appearance  of  the 
vesicles,  when  these  were  becomiiig  opalescent,  while  others  were 
dying,  the  white-cell  count  amounted  to  1(5,632. 

One  patient  developed  a  severe  arthriiis  on  the  forty-fourth 
day  after  the  onset  of  scarlatina.  The  ankles,  wrists,  and  knees 
were  particularly  affected,  while  the  temperature  rhpidly  rose  to 
104  and  105''.  The  leucocyte  count  up  to  this  time  had  been 
that  of  moderate  severity,  the  highest  count  being  26,720.  The 
count  on  the  thirtieth  day  was  14,056 ;  on  the  forty-fifth  day,  the 
day  following  the  onset  of  the  arthritis,  this  was  increased  to 
32,740.  The  temperature  remained  i)er8istently  high  for  some 
weeks,  returning  to  normal  at  the  end  of  the  ninth  week.  On 
the  fifty-sixth  day  the  leucocyte  count  was  18,900,  and  at  the  end 
of  the  ninth  week  this  fell  to  14,348.  The  patient  left  the  hos- 
pital at  the  end  of  the  tenth  week,  and  although  the  temperature 
remained  about  normal,  the  arthritis  persisted  for  some  time. 

MODERATELY   SEVERE    CASES — DIFFERENTIAL   COUNT.        ^ 

Now,  considering  the  differential  count  in  cases  of  moderate 
severity,  the  following  results  were  obtained: 


No. 

of 

Cases 

Total 
No.  of 
Leuco- 
cytes 
Averaifed 

Maximum 

No.  in 
Any  Case 

Minimum 

No.  in 
Any  Case 

Average 

PeSCEN TAOE  OF 

Period  of  Disease 

Poly- 

mor- 

phonu- 

clears 

Lym- 
pho- 
cytes 

Eosin- 
ophiles 

2d^th  day 

5 
5 
4 
4 
4 
3 

25,L30 
29,080 
17,100 
13,080 
14,230 
11,400 

78,133 
48,270 
22,500 
23,060 
18,240 
13,500 

11,370 

16,400 

14,940 

9,300 

9,870 

8,900 

89.1 
85.6 
79.6 
69.2 
58.5 
59.3 

9.8 
10.7 
13.6 
14.5 
30.9 
47 

1  1 

4th-10th  day 

10th-16th  day 

16th-22d  day 

22d-3l8t  day 

35th^2d  day 

3.7 

6.8 

16.3 

10.6 

0,5-4 

Normal 

9,500-10,500 

30-50 

40-60 

0.5-4 
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The  highest  eosinophile  count  during  the  first  week  was  4.9 
per  cent,  and  the  lowest  0.41.  The  highest  polymorphonuclear 
count  during  the  first  week  was  obtained  on  the  second  day  of  the 
disease,  the  count  reaching  96.7  per  cent,  of  all  cells.  The  lym- 
phocytes were  reduced  in  this  case  to  2.89  per  cent. 

In  the  early  stages  of  the  disease  the  polymorphonuclear  cells 
show  very  poor  staining  qualities,  the  nuclei  being  indistinctly 
outlined.  The  chromatin  films  are  much  broken  up  and  stain 
unequally.  The  fine  granules^outside  the  nucleus  present  a  hazy 
purple  ap[)earance. 

During  the  second  week  the  highest  individual  eosinophile 
count  was  obtained,  on  the  thirteenth  day,  there  being  19.3  per 
cent,  of  these  blood  elements  present.  The  coarse  oxyphile  cells 
stain  very  intensely;  the  granules  are  larger  and  are  packed 
closely  in  the  cells.  The  cells  seem  overburdened  with  the  acido- 
phile  granules,  and  are  readily  broken  in  making  blood  films,  in 
which  case  the  field  about  the  burst  corpuscle  shows  many  of 
these  granules  extra-cellular  and  well  stained. 

Toward  the  end  of  the  second  week  the  polymorphonuclear 
leucocytes  also  change  in  character.  The  fine  oxyphile  granules 
are  now  somewhat  coarser  and  take  the  eosin  stain  more  actively. 
These  cells  show  their  oxyphile  character  in  all  grades,  from  the 
faintly  staining  pink  cells,  whose  individual  granules  can  be  dis- 
tinguished, to  those  that  show  such  intense  and  coarse  staining 
that  they  closely  resemble  the  true  eosinophile  leucbcytes.  This 
acid-staining  characteristic  was  noted  particularly  in  the  severer 
cases  which  had  passed  the  crisis. 

From  the  end  of  the  second  week  there  was  a  constant  decline 
in  the  proportion  of  the  polymorphonuclears,  while  the  lympho- 
cytes increased.  A  lymphocytosis  during  convalescence  was 
found  only  in  a  few  instances,  the  highest  proportion  being  52.3 
per  cent,  on  the  thirty-first  day  of  the  disease. 

The  eosinophiles  run  a  course  quite  different  from  that  of  the 
other  leucocytes.  During  the  first  few  days  the  count  is  low, 
and  even  at  times  from  day  to  day  decreases,  up  to  the  fifth  or 
sixth  day,  their  number  from  this  time  on  rapidly  increasing,  till 
a  maximum  is  reached  (in  my  series  of  cases)  between  the  four- 
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teenth  and  twenty-first  days.  This  initial  decline  with  a  secondary 
rise  fairly  accurately  followed,  inversely,  the  temperature  curve, 
which  in  turn  denotes  the  existing .  toxemia.  Hence  it  would 
seem  that  during  the  time  of  the  extensive  elaboration  of  scarla- 
tinal toxins  in  the  body  there  is  a  low  eosinophile  count.  From 
the  end  of  the  third  week,  in  neariy  all  cases,  the  eosinophiles 
gradually  decrease  during  convalescence.  Slight  exacerbations 
of  temperature  had  no  eflfect  on  the  proportion  of  the  coarse 
oxyphiles. 

The  cases  complicated  with  adenitis  and  otitis  media  showed 
an  increase  mainly  in  the  polymorphonuclears.  In  acute  nephritis 
the  relative  count  was  not  constant ;  the  polymorphonuclears  were 
at  first  slightly  increased,  while  later  the  lymphocytes  rose  in 
proportion  to  the  total  number  of  cells.  The  eosinophiles  were 
never  increased. 

MALIGNANT    SCARLET   FEVER. 

In  this  classification  are  considered  two  cases  in  which  the 
toxic  symptoms  completely  overshadowed  all  others,  the  patients 
becoming  comatose  within  eighteen  hours  after  the  onset;  and  a 
third  in  which  there  was  a  persistent  high  temperature  until 
death,  at  the  end  of  three  weeks.  In  each  of  the  former  cases 
but  one  count  was  obtained,  death  ensuing  on  the  first  and  third 
day  respectively.  In  one  of  these  cases  the  examination  was 
obtained  fourteen  hours  after  the  onset,  and  the  count  amounted 
to  6,520.  The  relative  count  showed  a  complete  absence  of 
eosinophiles,  while  the  polymorphonuclears  were  present  in  the 
proportion  of  68.5,  and  the  lymphocytes  of  31.45,  per  cent.  The 
second  patient  gave  a  count  of  10,832  leucocytes  in  the  propor- 
tion of — 

Per  cent. 

Polymorphonuclears 76.0 

Lymphocytes 24.7 

Eosinophiles  0.3 

The  interesting  feature  in  both  of  the  above  cases  is  the  small 
number  of  leucocytes  present,  many  writers  claiming  a  leucocyto- 
sis of  40,000  in  malignant  scarlatina.  The  loss  in  the  eosinophiles 
follows  the  rule  as  seen  in  scarlatina  of  moderate  intensity,  in  that 
their  numbers  are  decreased  in  proportion  to  the  existing  toxemia. 
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The  third  example  of  this  type  of  scarlatina  suflfered  with  a 
concomitant  diphtheria,  which  bars  any  conclusions,  as  regards 
scarlet  fever,  to  be  drawn  from  it.  At  any  rate,  it  is  interesting 
to  note  that  here,  too,  the  leucocyte  count  was  low,  ranging  (in 
four  counts  taken  at  intervals  during  three  weeks)  from  8,340  to 
13,860.  Also  in  the  relative  count  the  proportion  of  eosinopbiles 
was  reduced,  numbering  from  0.16  to  0.24  per  cent,  of  the  total 
white  cells. 

The  polymorphonuclear  cells  stained  poorly  and  did  not  show 
the  acidophile  tendency  as  seen  in  the  preceding  type.  The 
nuclei  showed  fragmentation — an  indistinct  outline — and  lay 
close  to  the  periphery  of  the  cell.  The  nuclei  stained  a  pale 
blue,  and  the  meshes  of  the  intranuclear  arrangement  were  loose 
and  in  many  places  transparent.  The  oxyphile  granules  in  the 
eosinopbiles  had  a  washed  appearance,  as  if  these  granules  had 
partially  dissolved  in  the  cell  substance  which  then  took  the  acid 
stain. 

CASES  TREATED  WITH  ANTISTREPTOOOOCIO  SEBUM. 

Two  patients  who  toward  the  end  of  the  first  week  of  the  dis- 
ease received  30  c.c.  antistreptococcic  serum  were  examined.  In 
each  case  a  count  was  made  immediately  before  the  administra- 
tion, and  then  a  second  count  four  hours  after. 

The  results  obtained  were  as  follows: 


Case  I 

Case  II 

Before  Admin- 
istration 

Four  Hours 
After 

Before  Admin- 
istration 

Four  Hours 
After 

Total  count 

17,160 

82.  Ij^ 

16.8 

1.1 

15,520 

78.3^ 

18.3 

3.4 

20,656 

8.7 
3.9 

16,410 

SO.ljf 
12.3 
,7.6 

Relative  count  — 
Polymorphonuclears . . 

Lymphocytes 

Eosinophiles 

The  changes  occurring  were  thus  a  diminution  in  the  total 
number  of  leucocytes  and  a  relative  increase  in  the  eosinophiles 
and  lymphocytes.  The  increase  was  particularly  noticeable  in 
the  eosinophiles,  which  at  the  same  time  appeared  smaller  than 
normal.     No  change  was  noted  in  the  staining  qualities  of  the 
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different  leucocytes.  The  diminution  in  the  total  number  of 
leucocytes,  it  should  be  noted,  is  similar  to  that  seen  after  the 
administration  of  antitoxin  in  diphtheria. 

GENERAL   SUMMARY. 

Bowie,  considering  his  mild  cases  under  scarlatina  simplex, 
obtained  as  high  a  count  as  34,900.  His  average,  however,  in 
this  class  varied  from  10,000  to  18,850.  Asa  general  rule,  he 
states,  the  slighter  cases  have  a  low  leucocytosis.  In  my  own 
series  the  changes  in  the  white  cell  elements,  in  mild  scarlatina, 
are  slight.  The  white  cell  count  rarely  reaches  20,000,  and  falls 
back  to  normal  in  the  third,  or  even  the  second,  week.  A  leuco- 
cytosis of  any  intensity  is  not  the  rule,  nor  are  there  marked 
changes  in  the  proportions  of  the  different  leucocytes.  As 
already  suggested,  the  partial  want  of  harmony  between  the  two 
series  would  appear  to  be  due  to  difference  in  the  grade  of  case 
dealt  with  by  Bowie  and  myself  under  this  heading. 

GENERAL   SUMMARY. 

As  regards  scarlatina  of  moderate  severity,  the  series  here 
recorded  shows  a  constant  leucocytosis  of  high  degree — as  a  rule 
from  20,000  to  40,000 ;  it  may  rise  as  high  as  78,000.  In  this 
form  the  leucocytosis  is  more  marked  than  that  seen  in  either  the 
mild  or  fatal  cases.  The  height  of  the  leucocytosis  is  attained  on 
the  third  or  fourth  day  after  the  onset  of  the  disease,  from  which 
time  it  gradually  falls  to  normal  at  the  end  of  the  fifth  week. 
The  duration  of  the  leucocytosis  varies  with  the  severity  of  the 
attack,  some  cases  falling  to  normal  in  four  weeks,  others  being 
protracted  into  the  seventh  week. 

The  early  changes  are  the  rapid  increase  in  the  polynuclears, 
rising  to  as  much  as  93  per  cent.  of.  all  the  cells.  Coincident  with 
the  increase  of  the  polynuclears  there  is  a  fall  in  the  number  of 
lymphocytes.  In  uncomplicated  cases  the  polynuclears  have 
attained  their  maximum  in  the  first  week,  and  then  gradually 
decrease,  reaching  their  normal  from  the  third  to  the  fourth 
week  or  later  according  to  the  severity  of  the  attack.  Early  in 
the  first  week  of  the  disease  the  eosinophiles  are  found  below  the 
maximal  limits  of  the  normal  count,  and  at  times  below  the  minimal 
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limit.  Then  there  is  a  rapid  increase,  which,  during  the  second 
and  third  week,  may  attain  a  proportion  of  19  per  cent,  of  the  total 
leucocytes.  The  cases  showing  a  good  resistance  to  the  disease, 
and  in  which  the  prognosis  is  good,  attain  the  maximum  eosino- 
phile  count  within  the  first  ten  days.  The  normal  is  again 
reached  toward  the  end  of  the  fifth  week. 

These  cases  of  moderate  severity  appear  to  represent  in  part 
Bowie^s  series  of  cases  of  scarlatina  anginosa.  In  these  anginose 
cases  Bowie  found  that  the  polynuclears  were  increased  relatively 
and  absolutely  at  first,  attaining  as  much  as  90  per  cent,  in  one 
case.  His  highest  counts  were  obtained  on  the  third  and  fourth 
days,  and  in  cases  where  there  were  no  complications  normal  was 
again  reached  at  the  end  of  the  third  week.  The  eosinophiles, 
he  noted,  were  decreased  during  the  first  few  days.  This 
decrease  was  evident  for  a  greater  length  of  time  in  the  more 
severe  cases,  and  an  increase  was  evident  only  when  the  tissues 
were  obtaining  the  upper  hand  of  the  toxemia. 

In  my  cases  I  found  that  the  eosinophiles  varied  according  to 
the  severity,  not  only  in  number,  but  also  in  appearance.  In 
moderately  severe  cases,  where  the  tissues  were  gradually  over- 
coming the  attack  of  the  toxins,  the  oxyphile  granules  were  well 
marked  and  crystalline  in  appearance.  If  the  percentage  of  the 
eosinophiles  is  high,  the  individual  cells  are  smaller  than  normal ; 
the  nucleus  is  more  compact  and  stains  a  deep  blue.  The  poly- 
morphonuclear cells  show  a  strong  activity  for  acid  stains.  The 
oxyphile  characteristic  of  these  cells  varies  directly  with  the  inten- 
sity of  the  disease  along  with  the  resistance  exhibited  by  the  body, 
or  conversely.  In  severe  attacks  of  scarlatina  the  prognosis  is 
more  favorable  in  those  showing  a  marked  oxyphile  nature  of  the 
polymorphonuclear  leucocytes,  along  with  a  high  eosinophile 
count. 

This  matter  of  degenerative  appearances  seen  in  leucocytes  at 
one  or  other  stage  of  an  infective  process  deserves  attention. 
Until  recently  but  little  mention  has  been  made  regarding  it  in 
the  literature.  Ameth's  paper  in  the  Deutsche  medicinische 
Wochenschrift^  Nos.  1  and  2,  1904,  is  the  beginning  of  a  fuller 
study  of  the  subject.     For  the  present,  in  the  absence  of  wider 
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knowledge,  it  seems  to  me  advisable  merely  to  call  attention  to  the 
fact  that  degenerative  changes  of  the  nature  described  are  to  be 
met  with  in. the  leucocytes  of  scarlet  fever,  without  attempting  to 
discuss  their  ultimate  nature.  The  accompanying  plate  gives,  as 
nearly  as  I  can  express  it,  the  varieties  in  the  appearance  of  the 
oxyphile  granules. 

Complications  and  sequelaB  of  lymphadenitis,  arthritis,  vari- 
cella, and  otitis  each  show  an  increase  of  4,000  to  12,000  in  the 
number  of  white  cells,  the  polynuclears  showing  the  greatest 
change.  Nephritis  may  show  either  an  increase  or  a  decrease  in 
the  leucocytosis,  depending  on  the  stage  and  severity  of  the  disease 
it  accompanies.  Weakly  patients  who  have  had  a  hard  struggle 
with  the  original  scarlatinal  intoxication,  and  whose  resistance  has 
not  been  brought  up  to  a  point  to  throw  oflF  a  new  attack  on  the 
kidneys,  show  a  fall  in  the  number  of  white  cells.  On  the  con- 
trary, patients  who  during  convalescence  have  a  transient,  more  or 
less  severe,  attack  of  nephritis  have  an  increased  leucocytosis. 

Reverting  again  to  Bowie,  he  found  that  all  his  cases  of  nephri- 
tis showed  an  increased  leucocytosis,  but  he  notes  that  the  cases 
of  short  duration  and  more  favorable  prognosis  have  the  highest 
leucocyte  count. 

Malignant  scarlatina  —  in  which  I  do  not  include  severe  com- 
plicated cases,  but  only  those  which  are  intensely  affected  by  the 
scarlatinal  toxin  alone — tend  to  show  a  low  total  leucocytosis,  and 
also  a  diminished  eosinophile  proportion.  Compared  with  the 
previous  type  of  the  disease,  it  is  thus  seen  that  the  leucocytosis 
varies  according  to  the  severity  of  the  disease  up  to  a  certain 
limit,  when  the  extreme  toxemia  either  paralyzes  the  cell- 
producing  organs,  or  else  causes  a  cytolytic  action.  At  any 
rate,  there  is  a  diminished  number  of  white  cells. 

In  these  malignant  cases  the  polymorphonuclear  cells  do  not 
show  the  oxyphile  character  seen  in  the  cases  with  a  favorable 
prognosis.  The  indistinct  appearance  of  the  oxyphile  granules, 
with  the  "'washed,"  pink-stained  protoplasm  of  the  few  eosino- 
philes  present,  would  tend  to  give  one  the  impression  that  there 
is  cytolysis  of  this  type  of  cell  going  on  in  malignant  scarlatina. 
We  no  longer  find  the  eosinophiles  with  the  protoplasm  densely 
packed  with  oxyphile  granules,  and  a  deeply  stained  nucleus. 
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Bowie  lays  stress  on  the  low  total  leucocytosis  and  the  almost 
total  absence  of  the  eosinophiles  in  unfavorable  cases,  but  he 
makes  no  note  as  to  the  changes  in  the  staining  qualities  of  the 
different  kinds  of  cells. 

A  further  study  determining  the  part  played  by  the  oxyphile 
granules  is  required  to  clear  up  the  significance  of  the  eosino- 
philia. 

In  conclusion,  I  wish  to  express  my  thanks  to  Dr.  Hektoen  for 
valuable  references  to  articles  which  otherwise  would  have  escaped 
me,  and  to  Dr.  Adami  for  suggestions  and  counsel. 
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Ncs.  I-V,  eosinopliiles  from  favorable  casfs  of  inodorate  scarlatina;  Xos.  I-IV,  showinf?  coarse 
granules  crowding  the  cells;  No.  V,  ruptured  cell;  Nos.  VI-VIII,  eosinophilos  from  malignant  scar- 
latina, oxyphile  granules  having  washed  appearance;  Nos.  IX,  X,  polymorphonuclears  with  active 
oxyphile  characters. 
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AUTOMATIC  THERMO-REGULATOR   FOR   20°  C. 
INCUBATORS.* 

FreelXnd  Howe,  Jr., 
Harrisburg,  Pa. 

At  the  Laboratory  of  the  Board  of  Public  Works  in  Harris- 
burg,  Pa.,  we  have  recently  installed,  and  are  now  successfully 
operating,  an  automatic  thermo-regulator  for  a  20°  C.  incubator 
used  in  the  cultivation  of  ordinary  water  bacteria.  By  its  use 
the  incubator  can  easily  be  kept  at  a  temperature  within  limits  of 
1°  C.  None  of  the  parts  of  the  regulator  are  new.  The  method 
of  regulation  is  simply  the  conversion  of  existing  devices  to  a 
new  purpose. 

THE    PROCESS. 

The  method  consists  of  the  control  of  the  amount  of  cooled 
water  which  flows  by  gravity  through  the  outer  chamber  of  the 
incubator.  This  is  done  by  placing  a  thermostat  of  some  pattern 
in  the  interior  of  the  incubator.  When  the  air  in  the  incubator 
becomes  too  warm,  the  pointer  of  the  thermostat  makes  a  contact 
with  one  of  the  binding  posts,  thus  forming  a  circuit  between  a 
tandem  of  ammonium  chloride  batteries  and  a  clock-work  motor. 
When  the  circuit  is  thus  made,  a  magnet  in  the  escapement  of 
the  motor  releases  this  and  allows  the  motor  to  make  a  half  turn, 
thus  opening  a  balanced  valve  which  controls  the  supply  of  cooled 
water,  and  at  the  same  time,  by  means  of  a  shunt,  throws  the  cir- 
cuit onto  the  other  binding  post  of  the  thermostat.  When  the 
pointer  of  the  thermostat,  as  a  result  of  the  cooling  of  the  interior 
of  the  incubator,  makes  a  contact  with  the  other  binding  post,  the 
motor  is  again  operated,  making  another  half  turn,  thus  closing 
the  valve.  This  process  continues  as  the  temperature  of  the 
interior  of  the  incubator  changes.  The  only  things  necessary 
besides  the  apparatus  are  that  the  room  temperature  shall  always 
be  as  high  as  20°  C;  that  there  shall  always  be  a  good  supply  of 
ice ;  and  that  the  motor  shall  always  be  wound. 

*  Received  for  publicatiou  February  10, 1904. 
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Fio.  1.— 20  C.  incubator, showing  installation  of  automatic  rejfulator:  -4,  thermostat  in 
place;  if,  outl**t  pipe;  C,  motor;  Z>,  inlet  valve;  E,  valve  for  reRiilating quantity  of  water. 
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ICE  water. 


The  cooled  water  is  supplied  by  passing  water  from  our  filtered 
water  tank  through  A  coil  of  pipes  in  the  ice  tank  of  the  refrigera- 
tor used  for  the  storage  of  bacteriological  samples,  media,  etc. 
The  water  is  piped  to  the  incubator  by  a 
three-quarter    inch    galvanized    iron    pipe, 


Fig.  2.— RefriKerator,  showing?  pipiuf?  fur  purpose 
of  cooling  water.  Central  pipe  is  only  for  emptying 
water  from  ice  tank. 


Fig.  3.— Thermostat 
with  expanding  bar  of 
hard  rubber  and  brass. 


along  which  occur  a  valve  for  regulating  the  quantity  of  water 
and  a  balanced  valve  which  regulates  the  time  at  which  the  water 
flows.  It  is  necessary  to  regulate  the  quantity  of  water  flowing, 
in  order  that  too  great  pressure  may  not  exist  on  the  walls  of  the 
incubator.  The  cold  water  is  introduced  into  the  incubator  at 
the  top  and  led  away  from  the  bottom.     If  the  cold  water  should 
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be  introduced  at  the  bottom,  it  would  remain  there,  while  the 
warmer  water  already  in  the  incubator  would  be  forced  out  at 
the  top,  thus  causing  the  bottom  of  the  incubator  to  be  cool 
while  the  top  was  warm.     When  the  cold  water  enters  at  the  top. 


Figs.  4  and  5.— 20'  C.  incubator,  showing  thermo-re^ulator  attachments.  B^  outlet 
pipe  (water  running  in  Fig.  5) ;  C,  mechanical  motor ;  D,  balance  valve ;  K,  valve  controllin« 
quantity  of  water;  F\  batteries ;  O,  chains  between  motor  and  balance  valve.  (Fig.  4  shows 
balance  valve  closed;  Fig.  5,  open.) 

it  will  naturally  pass  to  the  bottom,  cooling  the  warmer  water  in 
its  passage,  thus  producing  a  more  even  cooling  of  the  interior. 
There  is  a  by-pass,  so  that  if  the   water  is  naturally  below  20° 
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C,  it  may  be  passed  directly  through  the  incubator  without  first 
passing  through  the  refrigerator.  The  exit  pipe  from  the  incu- 
bator passes  as  high  as  the  top  of  the  incubator,  and  empties  into 
a  sewer  pipe  as  an  open  stream,  in  order  that  one  can  observe  the 
quantity  of  water  flowino^,  and  to  relieve  the  pressure  on  the  walls 
of  the  incubator. 


Fio.  5. 


THE    THERMOSTAT. 


The  thermostat  may  be  of  any  of  the  existing  patterns.  The 
one  which  we  use  consists  of  an  expanding  bar  made  of  hard  rub- 
ber and  brass,  firmly  bound  together  and  pivoted  at  one  end,  the 
other  end  being  free  to  move  in  either  direction,  making  contact 
with  a  binding  post  on  either  side  as  the  bar  expands  or  contracts. 
This  thermostat  is  so  arranged  that  both  binding  posts  may  be 
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turned  to  one  side  for  purposes  of  adjustment.  The  expanding 
bar  is  connected  with  the  batteries  and  each  of  the  stationary 
binding  posts  to  the  motor. 

THE    BATTERIES. 

Any  battery  with  sufficient  power  to  move  the  magnet  on  the 
e8ca|)ement  of  the  motor  would  suffice.  We  have  a  two-cell  ammo- 
nium chloride  battery  with  carbon  cylinder. 

THE    MOTOR. 

The  motor  is  a  common  clock-work  motor,  such  as  is  used  in 
the  regulation  of  street  steam  and  furnaces.  It  is  set  in  motion 
by  the  lifting  of  the  magnet  attached  to  the  escapement,  and  when 
so  acted  on  makes  a  half  turn,  thus  opening  the  balanced  valve 
by  means  of  chains  passing  through  pulleys  between  the  balanced 
valve  and  motor.  At  the  same  time,  by  means  of  a  shunt,  the 
circuit  is  thrown  onto  the  other  binding  post  of  the  thermostat 
and  made  ready  for  the  opposite  contact.  The  motor  is  wound 
each  day  by  means  of  a  key  or  crank. 

COST. 

The  cost  of  the  whole  apparatus  was  as  follows: 

Thermostat $  3.00 

Motor                 - 10.00 

Valve 4.00 

Batteries,  wire,  chains,  pulleys,  etc.                -  1.95 

$18.95 
Charges  for  piping,  extra. 

Our  apparatus  has  been  installed  about  three  months,  and 
works  admirably  within  limits  of  1°  C,  and  might  be  made  to 
work  more  closely.  It  is  so  adjusted  that  when  the  temperature 
reaches  20?  5  C.  the  cold  water  is  turned  on,  and  when  the  tem- 
perature falls  to  19?  5  C.  the  cold  water  is  shut  oflF.  The  tem- 
perature graduations  of  the  thermostat  are  not  relied  upon,  but 
the  temj^rature  is  observed  from  accurately  graduated  thermome- 
ters reading  between  —10°  and  +  50°  C. 
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THE  INFLUENCE  OF  ALCOHOL,  ETHER,  AND  CHLO- 
ROFORM ON  NATURAL  IMMUNITY  IN  ITS  RELA- 
TION TO  LEUCOCYTOSIS  AND  PHAGOCYTOSIS.* 

George  Rubin, 
Chicago. 

(From  the  PtUholooical  Laboratories  of  Rush  Medical  CoUef/e^  Univentty  of  Chicago,) 

The  presence  of  pathogenic  bacteria  in  perfectly  healthy 
individuals  has  been  repeatedly  demonstrated  by  various  observ- 
ers. The  bacillus  of  tuberculosis,  the  diplococcus  of  Frftnkel,  or 
the  Klebs-LoflBer  bacillus  may  be  present  in  the  air  passages  of 
persons  who  are  not  in  the  least  inconvenienced  thereby,  and  do 
not  betray  the  slightest  signs  of  tuberculosis,  pneumonia,  or 
diphtheria.  The  streptococcus  and  the  various  pyogenic  staphy- 
lococci may  be  present  in  the  skin  or  the  mucous  lining  of 
various  orifices  of  the  body  without  giving  rise  to  any  symptoms 
whatsoever.  But  at  some  moment,  under  certain  conditions  or  in 
a  certain  environment,  these  very  organisms,  which  hitherto  had 
seemed  harmless,  may  suddenly  become  active,  multiply  rapidly, 
and  produce  a  disease  that  entails  serious  and  even  fatal  conse- 
quences. In  this  work  I  have  tried  to  study  certain  factors  that 
weaken  the  natural  resistance  or  immunity  and  allow  germs  to 
attack  the  body. 

Before  the  discovery  of  the  pneumococcus  it  was  thought  that 
cold  was  the  principal  cause  of  fibrinous  pneumonia.  This  led 
Heidenhain  to  make  some  experiments  on  rabbits.  He  tried  to 
chill  them  suddenly  by  removing  them  from  a  hot  into  a  cold 
atmosphere,  but  failed  to  produce  pneumonia.  Though  these 
animals  are  not  prone  to  that  affection,  still,  had  the  specific 
organism  been  present,  the  experiments  might  have  come  out 
differently. 

At  the  present  time  cold  is  regarded  as  only  a  predisposing 
cause,  or,  as  Eichhorst  calls  it,  eift  Hilfsmoment  fUr  die  Infeciion, 
We  also  know  that  alcoholism  is  a  predisposing  cause,  and,  if 
alcohol,  why  not  ether  and  chloroform,  in  view  of  post-operative 

^Received  for  Publication  March  16,  1904. 
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pneumonia  and  other  infections  in  apparently  aseptic  cases?  It 
is  the  influence  of  alcohol,  ether,  and  chloroform  on  natural 
immunity,  and  especially  on  the  rOle  that  the  leucocytes  play  in 
the  defense  of  the  organism  against  various  infections  that  I  have 
studied. 

A  good  deal  of  work  has  been  done  along  the  same  lines,  the 
most  recent  being  that  of  Snel,  who,  at  the  suggestion  of  Talma, 
carried  out  a  number  of  experiments  with  guinea  pigs,  relative  to 
the  effect  of  ether,  alcohol,  and  chloral  on  immunity.  He  found 
that  those  agents  suspend  immunity  temporarily;  and,  further, 
that  the  longer  the  period  of  anesthesia,  the  shorter  the  process 
of  infection.  Snel  employed  the  anthrax  bacillus  as  the  infec- 
tious material,  and  in  every  instance  the  infection  proved  fatal 
to  animals,  otherwise  immune,  when  they  were  subjected  to 
narcotics. 

Platania — as  quoted  by  Snel — obtained  as  early  as  1889 
similar  results  in  frogs,  with  curare,  which  he  found  reduced 
their  resisting  power  against  Bacillus  anthracis. 

Cantacuz^ne  demonstrated  the  detrimental  effects  of  opium 
on  leucocytes.  He  observed  that  guinea-pigs,  well  immunized 
against  typhoid,  when  narcotized  with  opium  succumbed  readily 
to  typhoid  infection.  It  was  observed  that  the  phagocytes  did 
not  intervene  as  promptly  as  in  the  cases  where  opium  was  not 
used.  Oppel  confirmed  the  results  of  Cantacuz^ne  by  similar 
experiments.  Gheorghiewski,  quoted  by  Metchnikoff,  obtained 
identical  results  in  his  experiments  with  tincture  of  opium  in 
guinea-pigs.  He  also  found  that  diapedesis  and  phagocytosis 
were  impaired ;  the  movements  and  tactile  sensibility  were  greatly 
diminished.  The  animals  that  were  narcotized,  though  thoroughly 
immunized,  died  regularly  from  the  infection,  owing,  it  seamed,  to 
the  delayed  phagocytosis,  in  consequence  of  which  the  microbes 
were  not  destroyed  in  time. 

The  ingenious  experiments  of  •  Besredka  show  distinctly  the 
rOle  which  the  leucocytes  play  in  defending  the  organism  against 
poisons.  He  injected  trisulphide  of  arsenic  (which  is  insoluble 
and  easily  recognized  as  bright  orange-colored  granules)  into  the 
peritoneal  cavity  of   guinea-pigs.     This    at   first   caused   a  dis- 


Digitized  by 


Google 


Influence  of  Alcohol,  Ether,  and  Chlobofobm     427 

appearance  of  the  leucocytes,  followed  later  by  a  hyperleucocytosis 
with  predominance  of  macrophages,  which  were  the  principal 
cells  to  take  up  the  orange -colored  granules  of  the  trisulphide  of 
arsenic.  In  another  experiment  he  first  induced  artificially  a 
hyperleucocytosis  in  the  peritoneal  cavity,  and  then  injected  a 
lethal  dose  of  the  trisulphide,  but  as  in  the  first  experiment,  the 
granules  were  taken  up  promptly  by  the  macrophages,  and  the 
animal  remained  unharmed. 

In  another  interesting  experiment  Besredka  demonstrated  the 
capability  of  the  phagocytes  to  select  materials.  He  injected  into 
the  peritoneal  cavity  trisulphide  of  arsenic  and  carmine  at  the 
same  time,  and  found  that,  while  a  few  leucocytes  here  and  there 
contained  orange-colored  granules,  many  of  them  contained  car- 
mine granules.  The  same  phenomenon  occurred  even  when  he 
injected  the  carmine  some  time  after  the  arsenic. 

My  own  experiments,  begun  in  1902,  are  divided  into  three 

separate  series,  viz.,   those  with    alcohol,   with  ether,  and   with 

chloroform.     The  rabbit  was  selected  as  the  most  suitable  animal, 

The    narcotics    were    usually    administered    hypodermically,   the 

alcohol  and  ether  in  pure  form,  while  the  chloroform  was  shaken 

up  with  an  equal  amount  of  distilled  water,  so  as  to  render  it  less 

irritating.     The  average  dose  of  alcohol  and  ether  injected  was 

1.5-2  gr.  to  the  kilogram  of  rabbit  weight,  and  of  chloroform  1  gr. 

per  kilogram.     That  dose  for  alcohol  and  ether  is  perfectly  safe. 

In  twenty  experiments  I  met  with  only  a  single  accident,  the 

needle  entering  a  vein,  so  that  ether  and  some  air  was  injected. 

The  rabbit  died  instantaneously.     But  chloroform  is  not  so  safe, 

especially  in  young    animals.     In  one  case   two  young  rabbits 

succumbed  almost  immediately  after  the  injection.     The  rabbits 

that  recovered  from  the  immediate  effects  of  the  narcotics  all 

remained  well.     These  experiments  were  all  preliminary.     The 

materials  used  for  inoculation  were  cultures  of  pneumococcus  and 

streptococcus. 

ALCOHQL  SERIES. 

EXPERIMENT    L 

August  17,  4  p.  M.— Rabbit  A:  white;  weight,  2  kg.;  leucocytes,  8,600; 
temperature,  103'.  Injected  1  c.c.  of  a  fresh  culture  of  streptococcus  hypo- 
dermically in  ear. 
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August  18,  4  p.  M.  -  Leucocytes,  15,400;  temperature,  101  ?5. 

August  19,  4  p.  M.— Leucocytes,  23,300;  temperature,  101?4. 

The  rabbit  remained  well. 

Rabbit  B:  white  and  black;  weight  2  kg.;  temperature,  103°;  leucocytes, 
8,800.  Injected  4  c.c.  of  alcohol  (96  per  cent.)  and  1  c.c.  of  streptococcus 
culture  (same  as  Rabbit  A). 

August  18,  4  p.  M.     Leucocytes,  7,000;  temperature,  103 \ 

August  19,  4  p.  M.— Leucocytes,  7,900;  temperature,  103?8. 

Died  in  a  cachetic  state  ten  days  after  inoculation. 

EXPERIMENT    II. 

August  28,  3  p.  M.— Rabbit  A:  white;  weight,  1  kg.;  leucocytes,  14,000. 
Injected  1  c.c.  of  streptococcus  culture. 

August  29,  3  p.  M.-- Leucocytes,  15,000. 

August  30, 3  p.  M.— Leucocytes,  9,000. 

August  31. —  Died  sixty  hours  after  inoculation.  Smears  of  heart's  blood 
showed  streptococci. 

Rabbit  B :  gray;  weight,  1  kg.;  leucocytes,  15,000.  Received  2  c.c.  of 
alcohol  and  1  c.c.  of  culture.  Died  in  twenty-four  hours.  Leucocytes  one 
hour  ante  mortem,  5,500;  streptococcus  recovered  by  cultures;  smears  from 
blood  were  negative. 

EXPERIMENT    III. 

August  31,4  P.M.— Rabbit  A:  gray;  weight,  1}^  kg.;  leucocytes,  10,(XX); 
temperature,  102?5.  Injected  3  c.c.  of  alcohol  and  1/40,(XX)  c.c.  of  a  pneumo- 
coccus  culture. 

September  1,  4  p.  m.  —  Leucocytes,  10,600;  temperature,  103?5. 

September  2,  4  p.  m. —  Leucocytes,  19,000;  temperature,  103?8. 

September  3,  4  p.  m.   -Leucocytes,  14,000;  temperature,  104^ 

The  number  of  leucocytes  gradually  decreased,  and  the  rabbit  died  at 
the  end  of  one  week.    The  pneumococcus  was  found  in  smears. 

Rabbit  B:  grayish  yellow,  weight,  1 1-4  kg.;  temperature,  101  ?5;  leucocytes, 
8,C(X).    Received  1/40,(XX)  c.c.  pneumococcus  culture. 

September  1,  4  p.  m. — Appeared  less  sick  than  Rabbit  A.  Temperature, 
104?6:  leucocytes,  10,200. 

September  2,  4  p.  m. —  Leucocytes,  18,7(X);  temperature,  105'. 

St^ptember  3,  4  p.  m.-  Leucocytes,  22,000;  temperature,  105°. 

The  leucocyte  count  fell  gradually,  and  the  rabbit  died  at  about  the 
same  time  as  Rabbit  A. 

EXPERIMENT    IV. 

September  7,  3  p.  m.  -Rabbit  A:  gray;  weight,  1^  kg.,  temperature,  102°; 
leucocytes,  14/XX).  Received  3  c.c.  of  alcohol  and  0.5  c.c.  of  pneumococcus 
culture  intraperitoneally.  The  rabbit  died  during  the  night — time  unknown. 
The  pneumococcus  was  found  in  smears. 

Rabbit  B:  gray:  weight  V^  kg.;  temperature  102°;  leucocytes,  14,600. 
Received  0.5  c.c.  of  pneumococcus  culture.  Died  during  the  night.  Diplo- 
coccus  pneumoniae  was  found  in  smears. 
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experiment  v. 

September  10,  3  p.  m. — Rabbit  A:  black  and  white;  weight,  1}^  kg.;  tem- 
perature, 101  ?5;  leucocytes,  14,000.  Injected  3  c.c.  of  alcohol  and  1  c.c.  of 
pneumococcus  culture.  Died  in  22  hours.  Leucocytes  immediately  post 
mortem,  1,100.  An  abundance  of  Diplococcus  pneumoniae  was  found  in 
smears. 

Rabbit  B:  black;  weight,  2  kg.;  temperature,  102";  leucocytes,  10,500. 
Received  1}^  c.c.  of  pneumococcus  culture. 

September  11,  5  p.  m. — Temperature,  104";  leucocytes,  12,400. 

September  12.  5  p.  m. — Temperature,  104°;  leucocytes,  11,400. 

September  13,  4  p.  m.— Temperature,  103?5;  leucocytes,  18,000. 

Rabbit  recovered. 

EXPERIMENT    VI. 

September  23,  3  p.  m.— Rabbit  A:  gray;  weight  1%  kg.;  temperature, 
102°;  leucocytes,  8,400.  Received  3J^  c.c.  of  alcohol  and  1  c.c.  of  strepto- 
coccus (48-hour  culture). 

September  24,  4  p.  m.— Temperature,  106" ;  leucocytes,  6,800. 

September  25,  4  p.  m.— Temperature,  107?2;  leucocytes,  2,000. 

Died  during  the  night  of  September  25. 

Rabbit  B :  gray- white;  weight,  1%  kg.;  tenaperature,  102?5;  leucocytes, 
7,700.    Received  1  c.c.  of  streptococcus  culture  (48-hour). 

September  24,  4  p.  m. — Temperature,  105";  leucocytes,  10,300. 

September  25,  4  p.  m. — Temperature,  104?8;  leucocytes,  12,600. 

September  26,  4  p.  m.— Temperature,  105°;  leucocytes,  21,300. 

The  rabbit  remained  well. 

EXPERIMENT    VII. 

October  2,  4  p.  m.— Rabbit  A:  gray;  weight,  1^  kg.;  temperature  102° ; 
leucocytes,  10,200.  Received  3  c.c.  of  alcohol  and  1%  c.c.  of  pneumococcus 
culture. 

October  3,  4  p.  m. — Temperature,  105° ;  leucocytes,  5,300. 

October  5.— Died  about  1  p.  m.  Leucocytes  ante  mortem  1,100.  The 
pneumococcus  was  found  in  cultures. 

Rabbit  B :  white;  weight.  IJ^  kg.;  temperature,  101  ?8;  leucocytes  9,200. 
Received  1^4  c.c.  of  pneumococcus  culture. 

October  3,  4  p.  m.— Temperature,  106?2;  leucocytes,  11,300. 

October  5,  4  p.  m. — Temperature,  105° ;  leucocytes,  24,000. 

October  6.— Died  11  a.  m.  Leucocytes  ante  mortem  12,700.  At  autopsy 
peritonitis  and  multiple  abscesses  of  the  liver  were  found.  The  pneumo- 
coccus was  found  in  smears  and  cultures. 

EXPERIMENT    VIII. 

October  5,  4  p.  m.— Rabbit  A:  gray;  weight,  IJ^  kg.;  temperature,  102'; 
leucocytes,  11,200.  Injected  3  c.c.  of  alcohol  and  3  c.c.  of  diluted  pneumo- 
coccic  blood  from  Rabbit  A,  Experiment  VII. 

October  6. — Died  fifteen  hours  after  inoculation.  Leucocytes  imme- 
diately post  mortem,  1,800. 
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Rabbit  B :  black;  weight,  1^  kg.;  temperature,  102?5;  leucocytes,  9,800. 
Received  the  same  pneumococcic  blood  as  Rabbit  A. 

October  6,  4  p.  m.— Temperature,  106?6;  leucocytes,  22.000. 

October  7,  4  p.  m.—  Died  3  p.  h.  Leucocytes  post  mortem  (heart's  blood), 
11,300. 

Pneumococci  were  found  in  both  rabbits. 

EXPEBIMENT    IX. 

October  9,  4  p.  m.— Rabbit  A:  black  and  white;  weight,  1^  kg.;  tem- 
perature, 101  ?5;  leucocytes,  11,800.  Received  2  c.c.  of  alcohol  and  1}4  c.c. 
(two  loops  in  salt  solution)  of  pneumococcus  culture. 

October  10,  4  p.  m.— Temperature,  106" ;  leucocytes,  2,400. 

October  11.— Died  thirty  hours  after  inoculation. 

Cultures  gave  positive  results. 

Rabbit  B:  white;  weight,  1}^  kg.;  temperature,  102*';  leucocytes,  9,000. 
Received  2^^  c.c.  of  same  mixture  of  pneumococcus  in  salt  solution  as  Rabbit 
A,  but  this  rabbit  received  0.5  c.c.  more  than  Rabbit  A,  owing  to  error  in 
technique. 

October  10,  4  p.  m. — Temperature  104?5;  leucocytes,  11,100. 

October  11.— Died  forty-two  hours  after  inoculation. 

In  spite  of  the  larger  dose  of  culture  received.  Rabbit  B  survived  his 
fellow  by  12  hours.    Pneumococci  were  found  in  the  cultures. 

EXPEBIMENT    X. 

October  14,  4  p.  m.— Rabbit  A:  gray;  weight,  2  kg.;  temperature,  101*"; 
leucocytes,  10,900.  Received  4  c.c.  of  alcohol  and  2  c.c.  of  pneumococcus 
culture. 

October  15,  4  p.  m.— Temperature  103?5;  leucocytes,  24,000. 

October  16, 4  p.  m.— Temperature  105° ;  leucocytes,  5,700.  Rabbit  appeared 
quite  sick. 

October  17,  4  p.  m.— Temperature,  105";  leucocytes,  3,700. 

October  18.— Died  at  11  a.  m. 

Smears  of  blood  showed  an  abundance  of  pneumococci. 

Rabbit  B:  white;  weight  1*^4  kg.;  temperature,  100*";  leucocytes,  12,000. 
Received  2  c.c.  of  same  culture  as  Rabbit  A. 

October  15,  4  p.  m.-  Temperature,  103?5;  leucocytes,  16,000. 

October  16,  4  p.  m.— Temperature,  103?6;  leucocytes,  25,400. 

October  17,  4  p.  m.— Temperature,  103°;  leucocytes,  27,(XX). 

October  18.— Apparently  well. 

October  19. —  Continued  to  be  well.    Recovered. 

The  following  conclusions  may  be  drawn  from  the  foregoing 
experiments : 

That  eight  out  of  the  ten  experiments  were  positive  is  ample 
evidence  that  alcohol  has  a  detrimental  influence  upon  the  resist- 
ing power  of  the  animals.     The  results  in  Experiments  I,  IV,  V, 
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and  X  are  striking.  Every  narcotized  animal  succumbed  to  the 
infection,  while  all  of  the  control  animals  completely  recovered. 
In  Experiments  II,  VII,  VIII,  and  IX  we  see  that  every  control 
rabbit  survived  his  alcoholized  fellow  for  a  certain  space  of  time. 
And  the  controls  exhibited  other  signs  of  resistance;  f^  gr.,  higher 
leucocytic  counts  and  better  physical  signs. 

The  average  leucocytosis  of  the  control  animals  is  markedly 
greater  than  that  of  the  narcotized  ones.  In  every  instance  where 
the  leucocyte  count  rose  considerably  above  the  initial  number 
soon  after  the  infection,  and  remained  high  for  forty-eight  or 
seventy-two  hours,  the  animal  recovered,  or  at  least  it  remained 
alive  for  a  variable  space  of  time.  But  in  those  animals  where 
the  leucocytes  did  not  show  a  tendency  to  rise  above  the  initial 
number,  or  where  they  rose  for  a  short  time  and  then  fell  rapidly, 
and  especially  when  it  fell  below  the  initial  count,  the  animals 
succumbed. 

The  relation  between  the  number  of  leucocytes  and  the  bacteria 
circulating  in  the  blood  will  be  shown  later  in  the  study. 

ETHER  SERIES. 
EXPERIMENT  1. 

May  25,  4  p.  m.— Rabbit  A  (Belgian  hare):  weight, 3  kg.;  temperature,  101° ; 
leucocytes,  12,000.  Received  5  c.c.  of  ether  and  1  c.c.  of  attenuated  pneumo- 
coccus  culture  intratracheally. 

May  26,  4  p.  m. — Breathing  very  rapidly;  very  sick.  Temperature,  104?5 ; 
leucocytes,  13,500. 

May  27.—  Died  thirty  hours  after  inoculation. 

Post-mortem:  Both  lungs  very  edematous :  left  lung  grayish  in  appear- 
ance, and  floats.    Smears  of  heart's  blood  show  an  abundance  of  pneumococci. 

Rabbit  B  (Belgian  hare):  weight,  2  kg.;  temperature,  101  ?8;  leucocytes; 
9,500.    Received  1  c.c.  of  same  culture  as  A  intratracheally. 

May  26,  4  p.  m. — Temperature,  106?5 ;  leucocytes,  16,(XX). 

May  27,  4  p.  m.— Temperature,  104?8;  leucocytes,  19,300. 

May  28,  4  p.  m.— Temperature,  105?4;  leucocytes,  33,600. 

May  29,  4  p.  m.— Temperature,  102?5;  leucocytes,  18,600. 

Recovered. 

EXPERIMENT  II. 

June  5,  3  p.  m.— Rabbit  A:  weight,  2  kg.;  temperature,  102°;  leucocytes, 
11,(XX).  Received  S}^  c.c.  of  ether  and  2  c.c.  of  streptococcus  culture  of 
medium  virulence. 

June  6,  4  p.  m. — Temperature,  106° :  leucocytes,  16,000. 
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June  7,  4  p.  m.— Temperature,  104  **;  leucocytes,  6,400. 

June  8. — Found  dead  early  in  the  morning.  Cultures  made  from  the 
blood  gave  positive  results. 

Rabbit  B  (Belgian  hare):  weight,  2  kg.;  temperature,  101^8;  leucocytes, 
9,800.    Received  same  culture  as  A  (2  c.c). 

June  6,  4  p.  m. — Temperature,  104'';  leucocytes,  18,000. 

June  7,  4  p.  m. — Temperature,  104?5;  leucocytes,  30,000. 

June  8,  4  p.  m.— Temperature,  106?2;  leucocytes,  32,000. 

June  9,  4  p.  m.— Temperature,  103?5;  leucocytes,  26,000. 

The  rabbit  developed  a  local  abscess,  but  remained  well  otherwise. 

EXPEBIMENT  III. 

June  11,  4  p.  M.— Rabbit  A  (Belgian  hare):  weight,  2  kg.;  temperature, 
102'' ;  leucocytes,  8,500.  Received  4  c.c.  of  ether  and  1  c.c.  of  a  streptococcus 
culture. 

June  12,  4  p.  m. — Temperature,  102**;  leucocytes,  8,000. 

June  13,  4  p.  m.— Temperature,  103";  leucocytes,  16,000. 

June  15,  4  p.  m. — Temperature,  102?5;  leucocytes,  84^00. 

June  16,  4  p.  m.— Temperature,  lOS**;  leucocytes,  7,100. 

June  17,  4  p.  m.— Temperature,  103**;  leucocytes,  7,200. 

June  18. —  Died  early  in  the  morning ;  streptococcus  found  abundantly 
in  blood. 

Rabbit  B  (Belgian  hare):  'rfeight,  2>4  kg.;  temperature,  103*;  leucocytes, 
8,300.    Received  1  c.c.  of  same  culture  as  A. 

June  12,  4  p.  m.— Temperature,  103?5;  leucocytes,  9,000. 

June  13,  4  p.  m.— Temperature,  103?5;  leucocytes,  11,000. 

June  15,  4  p.  m.— Temperature,  104°5;  leucocytes,  14,000. 

June  16,  4  p.  m.— Temperature,  104**;  leucocytes,  14,600. 

June  17,  4  p.  m.— Temperature,  1(X)?5;  leucocytes,  11,000. 

Rabbit  remained  well. 

EXPERIMENT  IV. 

June  25,  4  p.m. — Rabbit  A:  weight,  1^  kg.;  temperature,  lOS**;  leuco- 
cytes, 10,5(X).  Received  3  c.c.  of  ether  and  1  c.c.  of  pneumococcus  culture 
intratracheally. 

June  26,  3  p.  m.— Temperature,  10l?6;  leucocytes,  9,300. 

June  27,  4  p.  m. — Temperature,  102';  leucocytes,  7,500. 

June  28. — Found  dead  in  morning.  Autopsy:  lung  edematous;  infarct 
in  left  lower  lobe;  areas  of  acute  congestion;  pneumococcus  present  in 
smears. 

Rabbit  B :  weight,  1^4  kg. ;  temperature,  102?5 ;  leucocytes,  14,600. 
Received  1  c.c.  of  same  culture  as  A,  intratracheally. 

June  26,  3  p.  m.— Temperature,  105?2;  leucocytes,  19,600. 

June  27,  4  p.  m.— Temperature,  103^5;  leucocytes,  14,000. 

June  29,  4  p.  m. — Temperature,  103°;  leucocytes,  17,000. 

Died  July  8.  Examination  for  pneumococci  in  blood  gave  negative 
results.    Lung  edematous;  no  congestion. 
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experiment  v. 

July  16,  3  p.  M.— Rabbit  A:  weight,  2  kg.;  temperature,  102?6;  leucocytes, 
9,800.  Injected  4  c.c.  of  ether  and  3  c.c.  of  pneumococcus  culture  intraven- 
ously. Died  eight  hours  after  inoculation.  Pneumococci  present  in  blood 
(smears). 

Rabbit  B:  weight,  2  kg.;  temperature,  102°;  leucocytes,  11,800.  Received 
3  c.c.  of  same  culture  intravenously.  Died  fifteen  hours  later.  Bacteriologic 
examination  gave  positive  results. 

EXPERIMENT  VI. 

July  20,  3  p.  M.— Rabbit  A:  weight,  2^  kg.;  temperature,  102?4;  leuco- 
cytes, 10,500.  Received  5  c.c.  o^  ether  and  culture  of  pneumococcus  intra- 
tracheally. 

July  21,  3  p.  M.— Temperature,  104?6;  leucocytes,  8,000. 

July  22.— Died  early  in  the  morning.  Smears  from  heart's  blood  showed 
pneumococcus  with  well-defined  capsules. 

Rabbit  B:  weight,  3  kg.;  temperature  IQS";  leucocytes,  11,000.  Received 
in  the  trachea  same  culture  (No.  100)  as  Rabbit  A. 

July  21,  3  p.  M.— Temperature,  104 **;  leucocytes,  18,000. 

July  22, 3  p.  M.— Temperature,  106?5;  leucocytes,  34,000. 

July  23, 3  p.  M.— Temperature,  104?6;  leucocytes,  22,000. 

The  rabbit  recovered. 

EXPERIMENT    VII. 

July  22,  4  p.  M.— Rabbit  A:  weight,  S}4  kg-;  temperature,  102?5;  leuco- 
cytes, 12,000.  Received  6  c.c.  of  ether  and  Ic.c.  of  pneumococcus  culture 
hypodermically. 

July  23,  4  p.  M.— Temperature,  106?5;  leucocytes,  14,100. 

July  24,  4  p.  M.— Temperature,  107°;  leucocytes,  15,(XX). 

July  25,  4  p.  M.— Temperature,  105?5;  leucocytes,  15,600. 

Rabbit  died  August  1.    No  autopsy. 

Rabbit  B :  weight,  2}4  kg.;  temperature,  102° ;  leucocytes,  9,800.  Received 
hyxx)dermically  1  c.c.  of  same  culture  as  A. 

July  23,  4  p.  M.— Temperature,  103?8;  leucocytes,  10,000. 

July  24,  4  p.  M.— Temperature,  102";  leucocytes,  11,000. 

July  25.— Died  in  the  morning.    Pneumococci  present  in  smears. 

EXPERIMENT    VIII. 

July  27, 4  p.  M. — Rabbit  A:  weight,  2  kg.;  temperature,  101?6;  leucocytes, 
11,500.  Received  4  c.c.  of  ether  and  an  intratracheal  injection  of  1  c.c.  of 
pneumococcus  culture. 

July  28,  4  p.  M.— Temperature,  106°2;  leucocytes,  5,000. 

July  29. — Died  during  the  day.  Blood  examination  gave  positive  results. 
Lungs  were  edematous. 

Rabbit  B:  weight,  2^4  kg.;  temperature,  102?5;  leucocytes,  9,200.  Ether 
inhalation  for  fifteen  minutes;  semiconsciousness.  Received  1  c.c.  of  pneu- 
mococcus culture  in  the  trachea. 


Digitized  by 


Google 


434  GrEORGE    RUBIN 

July  28,  4  p.  M.— Temperature,  104°5;  leucocytes,  11,500. 

July  29,  4  p.  M.— Temperature,  104 ?5;  leucocytes,  9,000. 

Died  August  2.  Autopsy:  Lungs  edematous;  serofibrinous  peritonitis; 
pneumococcus  present  in  exudate  (cultures). 

Rabbit  C,  control:  weight,  2^2  kg.;  temperature,  101?5;  leucocytes,  8.900. 
Received  1  c.c.  of  pneumococcus  culture  (same  as  A  and  B)  in  the  trachea. 

July  28,  4  p.  M.—  Temperature,  106° ;  leucocytes,  16,000. 

July  29,  4  p.  M. — Temperature,  106.5;  leucocytes,  6,000. 

July  30,  4  p.  M.— Temperature,  102' ;  leucocytes,  7,200. 

Died  August  1.    Pneumococcus  present  in  smears. 

EXPERIMENT    IX. 

July  30,  4  p.  M.— Rabbit  A:  weight,  1  kg.;  temperature,  102^*;  leucocytes, 
13,(X)0.  Received  2  c.c.  of  ether  and  0.5  c.c.  of  pneumococcus  culture  intra- 
tracheally.    Died  twelve  hours  later.    Pneumococcus  present  in  the  blood. 

Rabbit  B:  weight,  1  kg.:  temperature,  101?8;  leucocytes,  14,200.  Ether 
by  inhalation  for  15  minutes  and  0.5  c.c.  of  same  culture  as  A  intravenously. 
Died  eighteen  hours  later.    Pneumococci  present  in  the  blood. 

Rabbit  C:  weight,  1  kg.;  temperature,  102'?5;  leucocytes,  12,000.  Received 
0.5  c.c.  of  pneumococcus  culture  (same  as  A  and  B)  hitratracheally.  Died 
about  the  same  time  as  B.    Pneumococci  present. 

EXPERIMENT    X. 

August  6,  9  A.  M.— Rabbit  A:  weight,  1*4  kg.;  temperature,  101?4;  leuco- 
cytes, 12,(X)0.  Received  3.5  c.c.  of  ether  and  1  c.c.  pneumococcus  culture  intra- 
tracheally. 

August  7,  9  A.  M. — Temperature,  105' ;  leucocytes,  10,600. 

August  8,  9  A.  M. — Temperature,  105?5;  leucocytes,  6,400. 

Died  August  9.  Lung  edematous  and  congested  in  areas.  Pneumococci 
present  in  smears. 

Rabbit  B:  weight,  1^  kg.;  temperature,  102";  leucocytes,  9,500.  Received 
1  c.c.  of  pneumococci  (same  culture  as  A)  in  the  trachea. 

August  7,  9  A.  M.— Temperature,  106  ;  leucocytes,  9,000. 

August  8,  9  A.  M. — Temperature,  106  ;  leucocytes,  18,200. 

August  10,  4  p.  M.— Temperature,  106?4;  leucocytes,  40,(X)0. 

August  11,  4  p.  M.— Temperature,  103"*;  leucocytes,  26,000. 

The  rabbit  made  a  good  recovery. 

The  foregoing  experiments  show  that  ether,  administered  in 
doses  similar  to  those  of  alcohol,  is  still  more  positive  in  its  eflFect. 
The  difference  in  leucocytosis  between  the  etherized  rabbits  and 
the  controls  is  also  more  marked  in  the  last  than  in  the  alcohol 
series. 

In  Exj^eriment  III,  Rabbit  B  recovered  with  a  maximum  leu- 
cocytosis of  14,000  and  an  initial  count  of  8,300,  while  the  nar- 
cotized rabbit  (A),  with  a  similar  initial  count  and  a  leucocytosis 
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on  the  second  day  of  16,000  (which,  however,  fell  rapidly),  died. 
One  might  presume  from  this  result  that,  if  Rabbit  A,  with  a 
leucocytosis  of  16,000  and  infected  with  the  same  dose  of  culture 
as  Rabbit  B  with  a  leucocytosis  of  only  14,000,  died,  while  the 
latter  completely  recovered,  the  narcotic  has  not  only  a  detri- 
mental effect  upon  the  leucocytes  numerically,  but  that  it  also 
affects  their  function. 

In  Experiment  VII,  Rabbit  A,  narcotized,  weighed  3J  kg. — 
a  very  powerful  animal.  Although  it  received  the  usual  dose  of 
ether,  it  was  not  completely  narcotized.  The  control  weighed 
only  2J  kg. — a  difference  of  1  kg. — but  they  received  an  equal 
dose  of  culture.  This  test  was  undertaken  purposely,  because, 
had  the  experiment  turned  out  differently,  its  value  would  have 

been  increased. 

CHLOROFORM  SERIES. 

EXPERIMENT    I. 

October  21. — Rabbit  A:  weight,  2  kg.;  temperature,  102";  leucocytes, 
7,000.  Received  2.5  c.c.  of  chloroform  and  1.5  c.c.  of  a  48-hour  streptococcus 
culture  hypodermically  in  ear.  Died  the  following  night.  Streptococcus 
found  in  blood. 

Rabbit  B:  weight,  2  kg.;  temperature,  102?5;  leucocytes,  8,200.  Received 
1.5  c.c.  of  same  culture  as  A. 

October  22,  4  p.  m.— Temperature,  105° ;  leucocytes,  13,200. 

October  23,  4  p.  m.— Temperature,  106*";  leucocytes,  12,900. 

October  24,  4  p.  m. — Temperature,  105?5;  leucocytes,  23,000. 

Rabbit  recovered. 

EXPERIMENT    II. 

October  26,  4  p.  m.— Rabbit  A:  weight,  1%  kg.;  temperature,  102?5;  leu- 
cocytes, 14,200.  Kept  under  chloroform  for  thirty  minutes.  Received  2.5  c.c. 
of  streptococcus  culture  subcutaneously  in  ear. 

October  27,  4  p.  m. — Temperature,  105?5;  leucocytes,  7,400. 

October  28.— Died  in  the  morning.  Autopsy:  Bloody  exudate  in  pleural 
and  peritoneal  cavities;  streptococci  present  in  blood. 

Rabbit  B:  weight,  IJ^  kg.;  temperature,  102";  leucocytes,  8,400.  Received 
2  c.c.  of  same  culture  subcutaneously  in  ear. 

October  27,  4  p.  m.— Temperature,  104?8;  leucocytes,  8,200. 

October  28,  4  p.  m.— Temperature,  103?5;  leucocytes,  23,400. 

October  29,  4  p.  m.— Temperature,  103";  leucocytes,  23,000. 

Remained  well. 

EXPERIMENT    III. 

November  2,  4  p.  m.— Rabbit  A:  weight,  2J  kg.;  temperature,  100";  leuco- 
cytes, 9,400.  Received  2.5  c.c.  of  chloroform  and  1  c.c.  of  streptococcus  cul- 
ture hypodermically  in  ear. 
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November  3,  4  p.  m.— Temperature,  102° ;  leucocytes,  5,800. 

November  4.— Died  in  the  forenoon.    Cultures  from  heart's  blood  positive. 

Rabbit  B:  weight,  2^  kg.;  temperature,  101°;  leucocytes,  10,100.  Received 

1  c.c  of  same  culture  as  A  hypodermically  in  ear. 

November  3,  4  p.  m.— Temperature,  104";  leucocytes,  22,800. 
November  4,  4  p.  m.— Temperature,  106°;  20,000. 
November  5,  4  p.  m.— Temperature,  102'';  leucocytes,  21,000. 
Rabbit  recovered. 

EXPERIMENT    IV. 

November  11,4  p.  m.— Rabbit  A:  weight,  2  kg.;  temperature,  101  ?5;  leuco- 
cytes, 11,400.  Kept  under  chloroform  for  thirty  minutes,  but  was  not  com- 
pletely under.    Received  2  c.c.  of  streptococcus  culture. 

November  12,  4  p.  m.— Temperature,  104°;  leucocytes,  24,200. 

November  13,  4  p.  m.— Temperature,  105°;  leucocytes,  22,600. 

November  14,  4  p.  m.— Temperature,  105° ;  leucocytes,  16,500. 

Had  a  marked  erysipelas  of  ear.  Leucocytes  fell  gradually,  and  animal 
died  November  20.    Streptococcus  in  blood. 

Rabbit B:  weight  2  kg.;  temperature,  101  ?5;   leucocytes,  13,100.    Received 

2  c.c.  of  same  culture. 

November  12,  4  p.  h. — Temperature,  101  ?5;  leucocytes,  18,100. 
November  13,  4  p.  m.— Temperature,  103';  leucocytes,  21,200. 
November  14,  4  p.  m.  -Temperature,  103';  leucocytes,  20,900. 
The  leucocytes  fell  gradually,  and  the  rabbit  died  November  22.    Strepto- 
coccus found  in  blood. 

EXPERIMENT    V. 

November  19,  4  p.  m. — Rabbit  A:  weight  2  kg.:  temperature,  102'';  leuco- 
cytes, 18,200.  Kept  under  chloroform  thirty  minutes.  Received  2  c.c.  of 
pneumococcus  culture  of  low  virulence. 

November  20,  4  p.  m.— Temperature,  105°;  leucocytes,  20,200. 

November  21,  4  p.  m.— Temperature,  105°;  leucocytes,  23,400. 

November  23,  4  p.  m.— Temperature,  104°;  leucocytes,  15,800. 

November  24,  4  p.  m.— Temperature,  105°;  leucocytes,  17,800. 

November  25,  4  p.  m. — Temperature,  102^5;  leucocytes,  18,000. 

November  27,  4  p.  m.— Temperature,  102";  leucocytes,  18,000. 

November  28,  4  p.  m. — Temperature,  102?5;  leucocytes,  25,000. 

Recovered. 

Rabbit  B:  weight,  2  kg.;  temperature,  102?5 ;  leucocytes,  14,300.  Received 
same  culture  and  dose  as  A. 

November  20,  4  p.  m  — Temperature,  104 °2;  leucocytes,  19,200. 

November  21,  4  p.  m.— Temperature,  104°;  leucocytes,  24,200. 

November  23,  4  p.  m.— Temperature,  103?5;  leucocytes,  13,400. 

November  24,  4  p.  m. — Temperature,  104';  leucocytes,  13,600. 

November  25,  4  p.  m.— Temperature,  103°;  leucocytes,  13,000. 

November  27,  4  p.  m. — Temperature,  102?5;  leucocytes,  19,000. 

November  28,  4  p.  h. — Temperature,  103°;  leucocytes,  16,000. 

Rabbit  recovered. 
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The  results  of  the  chloroform  series  are  not  unlike  those 
obtained  with  alcohol  and  ether.  The  last  experiment  might  have 
come  out  diflFerently  had  Rabbit  A  been  more  fully  anesthetized. 
Owing  to  certain  accidents  in  the  course  of  the  chloroform  series, 
the  narcotic  was  employed  very  cautiously,  and  the  rabbit  was 
allowed  to  come  out  of  its  influence  several  times  during  the 
half-hour.  It  seems  that  to  produce  a  decided  effect  it  is  neces- 
sary to  employ  enough  of  the  narcotic  chosen,  to  produce  complete 
narcosis,  even  if  that  should  last  only  a  short  time.  And  I  have 
reason  to  believe  that  the  longer  the  narcotization  lasts,  the  more 
complete  and  the  longer  is  the  suspension  of  immunity. 

It  may  be  well  to  state  here  that  in  the  foregoing  experiments 
only  comparative  results  were  sought,  and  the  complete  recovery 
of  all  the  control  animals  was  not  at  all  anticipated,  since  the 
infectious  materials  used  in  many  instances  were  surely  many  times 
the  lethal  dose. 

These  experiments  appear  to  show  that  the  narcotics  in  ques- 
tion have  a  decidedly  unfavorable  effect  on  the  resistance-  of 
rabbits  to  infections.  It  does  not  make  any  difference  how  the 
narcotic  is  administered.  As  long  as  the  necessary  quantity  is 
absorbed  by  the  system  the  results  are  the  same.  This  might  well 
serve  to  explain  post- operative  pneumonia,  and  the  drunkard's 
predisposition  to  pneumonia,  as  also  the  especially  severe  char- 
acter of  the  disease  in  such  persons.  The  susceptibility  of 
alcoholics  to  tuberculosis  is  also  an  established  clinical  fact. 

Impressed  with  the  idea  that  the  number  and  quality  of  the 
leucocytes  have  a  certain  connection  with  immunity,  it  seemed 
desirable  to  make  a  series  of  careful  leucocyte  counts  of  drunk- 
ards' blood.  The  following  observations  have  been  made  on 
inmates  of  the  Washingtonian  home,  an  institution  conducted 
especially  for  the  care  of  those  addicted  to  the  use  of  alcohol  and 
other  narcotics.  I  am  greatly  indebted  to  the  management  of  that 
worthy  institution  for  the  privilege  and  especially  to  Drs.  Smith 
and  Goodsmith,  of  the  house  staff,  for  many  courtesies. 
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TABLE  I. 
Lbucocyte  Counts  of  Sixty  AiiOOHOLica. 


■   -- 

■ 

Steady 

Periodi- 

No. 

Name 

Age 

Drinker 

No. 

Years 

cal 
Drinker 
No.  Years 

1     Leuoocyt« 
Count 

1 

A.  W.  G. 

43 

Merchant 

20 

4,600 

2 

W.  G.  C. 

40 

Salesman 

20 

8,200 

3.    ... 

O.  M. 

44 

R  R.  employee 

16 

6,200 

4 

G.  P.  T. 

43 

Bartender 

15 

5,600 

5 

D.M. 

52 

Trav.  salesman 

25 

4,200 

6 

T.R. 

44 

City  employee 

15 

5,600 

7 

F.  E.  L. 

35 

Newspaper  man 

10 

4,000 

8 

C.  O.  J. 

37 

Engineer 

17 

5,300 

9 

T.M. 

34 

Waiter 

15 

5,600 

10 

A.  W. 

44 

Harness-maker 

20 

3,550 

11 

J.  E.  Q. 
P.  M.  I. 

44 

Waiter 

26 

2,100 

12 

30 

Letter-carrier 

12 

4,300 

13 

J.  H.  B. 

30 

Bookkeeper 

12 

5,400 

14 

G.  E.  C. 

39 

Board  of  Trade 

20 

4,000 

15 

E.  M. 

42 

Lumberman 

20 

4,700 

16.   ... 

Erig.  M. 
G.D. 

32 

Telegrapher 

10 

9,700 

17 

52 

Laborer 

30 

3,400 

18 

J.  E.  J. 

32 

Laborer 

15 

4,000 

19 

C.  T.  K. 

46 

Jeweler 

18 

9,750 

20 

G.  F.  G. 

39 

Grocer 

12 

5,400 

21  ...... 

G.  E.  C. 

45 

Newspaper  man 

25 

4,600 

22 

S.P. 

34 

Laborer 

10 

5,050 

23 

M.  C.  M. 

41 

Tailor 

20 

6,200 

24 

P.  T.  M. 

46 

Solicitor 

30 

4,300 

25 

M.  J.  M. 

24 

Butcher 

6 

5,050 

26 

A.  M. 

53 

Saloonkeeper 

20 

3,700 

27 

C.  O.  E. 

31 

Painter 

12 

6,500 

28 

A.  M.  L. 

49 

Bookkeeper 

20 

5,200 

29 

P.  McE. 

47 

City  employee 

20 

3,600 

30 

J.R. 

37 

Laborer 

20 

6,500 

31 

G.  W.  S. 

40 

Salesman 

20 

4,700 

32 

J.  P.  P. 

61 

Salesman 

40 

6,900 

33 

L.  P.  C. 

37 

Farmer 

15 

4,800 

34 

J.  A.  A. 

31 

Painter 

12 

4,700 

35 

A.  W. 

42 

Barber 

22 

5,000 

36 

W.  E.  P. 

42 

R.  R.  employee 

20 

5,500 

37 

R.  J.  F. 

49 

Janitor 

15 

6,800 

38 

P.  B. 

41 

Metal-worker 

15 

4,500 

39 

J.  M. 

36 

Teamster 

18 

4,300 

40 

G.  W.  M. 

45 

Painter 

18 

3,800 

41 

F.  T. 

35 

Actor 

15 

6,300 

42 

J.  B. 

50 

Grocer 

25 

6,750 

43 

J.  G.  C.  Q. 

31 

Painter 

12 

5,800 

44 

F.  U. 

36 

Bookbinder 

10 

4,850 

45 

J.  D.  C. 

48 

Trav.  salesman 

30 

5,100 

46 

J.  M. 

32 

Laborer 

10 

7,400 

47 

CD. 

44 

Solicitor 

20 

6,300 

48 

J.  E.  M. 

41 

Woodworker 

15 

5,400 

49 

A.J. 

30 

Peddler 

10 

6,800 

50 

H.  E.  M. 

42 

Printer 

22 

4,600 

51 

F.  E. 

48 

Clerk 

10 

8,000 
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TABLE  I.— Continued, 


Steady 

Periodi- 

No. 

Name 
1  • 

A«e 

Occupation 

Drinker 

No. 

Years 

cal 
Drinker 
No.  Years 

Leucocyte 
Count 

52 

J.  T.  C. 

58 

Painter 

30 

7,100 

53 

H.A. 

62 

Merchant 

35 

5,700 

54 

A.H. 

40 

Barber 

20 

8,000 

55 

W.  W.  H. 

34 

Coachman 

10 

6,000 

56 

T.R. 

41 

Teamster 

18 

5,300 

57 

R.  T. 

38 

Grocer 

15 

6,200 

58 

J.S. 

36 

Tailor 

12 

5,000 

59 

C.A. 

55 

Merchant 

25 

4,900 

eo 

P.O. 

42 

Plumber 

20 

5,600 

Average,  5,300 


The  average  number  of  leucocytes  for  the  individual  is  5,300. 
The  average  normal  number  of  leucocytes  per  cubic  millimeter  is, 
according  to  the  best  modern  authorities,  7,500,  which  means  a 
diminution  of  2,200  in  the  average  alcoholic.  Of  the  individuals 
92  per  cent,  fall  below  7,500;  72  per  cent,  below  6,000;  U  per 
cent,  below  5,000;  12  per  cent,  .below  4,000,  and  2  per  cent, 
below  3,000 ;  8  per  cent,  have  above  the  normal  number. 

DiflFerential  counts  made  in  twenty-five  individuals  show  no 
change  in  the  ratio  of  the  different  forms  of  leucocytes: 

TABLE  IL 

DiPPERKNTIAL  LeUCOOYTE  CoimT. 


No. 

Polynu- 

Lympho- 

Larue 
Mononu- 

Eosino- 

No. 

Polynu- 

Lympho- 

Lar^e 
Mononu- 

Eosino- 

clear 

cytes 

clears 

philes 

clear 

cytes 

clears 

philes 

1 

75.0^ 

15.0^ 

10.0^ 

0.5^ 

15 

66.0?^ 

29.5^ 

4.0i 

0.d% 

2 

57.0 

30.0 

11.5 

1.5 

16 

74.0 

20.0 

6.0 

3 

72.0 

23.0 

4.0 

1.0 

17 

82.0 

12.0 

6.0 

4 

80.0 

15.0 

3.0 

2.0 

,18 

66.0 

25.0 

8.5 

0.5 

5 

63.5 

24.0 

10.0 

2.5 

,     19 

72.0 

16.5 

9.5 

1.5 

6 

75.0 

17.0 

8.0 

1     20 

67.5 

23.5 

7.5 

1.5 

7 

84.0 

11.0 

5.0 

21 

77.5 

15.0 

6.0 

1.5 

8 

77.0 

15.5 

6.5 

1.0 

22 

71,0 

19.0 

10.0 

9 

63.5 

26.5 

8.0 

2.0 

23 

76.0 

18.5 

4.5 

i.6 

10 

72.0 

22.0 

6.0 

24 

79.0 

13.5 

6.0 

1.5 

11 

72.0 

15.0 

8.0 

5.0 

25 

69.0 

19.0 

11.5 

0.5 

12 

67.0 

22.5 

7.5 

3.0 



13 

72.5 

21.0 

6.5 

Av'ge 

72.0 

19.0 

7.0 

1.02 

14 

73.0 

20.0 

6.5 

0.5 
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All  the  blood  specimens  were  taken  at  about  11  a.  m, — that 
is,  four  hours  after  the  regular  breakfast  hour,  7  a.  m.  To  prove 
whether  four  hours  was  a  sufficient  interval,  I  made  a  number  of 
counts  at  6  and  at  6:30  a.  m.  in  the  same  individuals  that  I 
examined  at  11  a.  m.,  and  found  no  marked  difference  in  the 
number  of  leucocytes.  According  to  von  Limbeck,  the  number 
of  leucocytes  in  healthy  males  at  11  a.  m. — the  same  hour  as 
my  counts  were  made — is  7,660,  making  the  difference  between 
the  normal  and  the  number  found  by  me  still  greater.  It  is 
interesting  to  note  that  there  is  an  appreciable  difference  in  the 
average  leucocyte  counts  of  the  periodical  and  the  steady  drinker. 
The  latter  has  5,100,  while  the  periodical  drinker  has  6,500 — a 
difference  of  1,400  leucocytes. 

One  might  attempt  to  explain  the  foregoing  observations  by 
assuming  that  alcohol  has  an  unfavorable  effect  upon  the  leuco- 
cytogenic  centers  (/.  e,,  bone  marrow  and  lymphatic  glands),  so 
that  in  the  habitual  inebriate,  in  whom  the  leucocyte-producing 
tissues  are  constantly  under  the  influence  of  the  toxic  agent, 
there  is  a  smaller  output  of  white  blood  corpuscles,  while  in  the 
periodical  drunkard  the  same  tissues  have  a  chance  to  recuperate 
between  the  periods  of  intoxication,  and  are  therefore  better  able 
to  produce  leucocytes. 

THE  NUMERICAL  RELATIONS  OP  CIRCULATING  BACTERIA  TO 

LEUCOCYTES. 

To  ascertain  the  numerical  relationship  between  the  circulating 
bacteria  (pneumococci)  and  the  leucocytes,  cultures  and  leucocyte 
counts  were  made  at  the  same  time.  These  observations  were  car- 
ried on  in  conjunction  with  Dr.  Rosenow,  who  made  the  counts  of 
the  colonies. 

OBSERVATION  I. 

A  rabbit  etherized  and  infected  twenty-four  hours  previously 
with  pneumococcus  has  a  temperature  of  103?  5  F. ;  leucocytes, 
24,000.  Blood  cultures  made  at  the  same  time  gave  168  colonies 
to  the  loop  of  blood,  that  being  the  average  of  twelve  loops. 
Forty-eight  hours  later,  before  the  rabbit  died,  the  leucocyte 
count  was  3,700,  and  the  colonies  per  loop  numbered  46,500  from 
an  average  of  twelve  loops. 
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observation  ii. 

A  rabbit  etherized  and  infected  forty-eight  hours  previously 
with  pneumococcus  has  a  temperature  of  105",  a  leucocytosis  of 
17,000,  and  blood  cultures  made  at  the  same  time  gave  139  colo- 
nies per  loop  from  an  average  of  twelve  loops.  Twenty-four  hours 
later,  immediately  before  the  death  of  the  animal,  there  was  a 
leucocyte  count  of  1,160  and  142,900  colonies  to  the  loop  of  blood 
from  cultures  made  at  the  same  time. 

OBSERVATION   III. 

A  rabbit  sick  from  pneumococcus  infection,  with  a  leucocyte 
count  of  27,000,  gave  only  38  colonies  to  the  loop  of  blood  from 
an  average  of  twelve  loops. 

From  these  observations  we  may  conclude  that  the  presence  of 
leucocytes  in  the  circulation  in  large  numbers  limits  the  numbers 
of  the  circulating  bacteria,  but  that  as  soon  as  the  leucocytes 
diminish  in  number  there  is  a  rapid  rise  in  the  number  of  bacteria. 

In  the  experiments  with  alcohol,  ether,  and  chloroform,  there 
were  some  rabbits  that  were  narcotized,  and  that  had  about  the 
same  number  of  leucocytes  as  the  control  rabbits,  shortly  after  a 
certain  infection ;  but  those  treated  with  the  narcotics  either  suc- 
cumbed or  did  not  resist  the  infection  as  well  as  the  controls. 
Now,  the  question  arises  whether  it  is  simply  the  hyperleucocytosis 
that  protects  the  animal  against  certain  poisons,  or  whether  it  also 
de{)ends  upon  the  quality  (chemiotactic  and  phagocytic)  of  the 
individual  corpuscles.  Prom  the  several  experiments  given  above, 
it  would  seem  that  the  protection  of  the  animal  against  various 
infections  depends  upon  both  the  number  and  quality  of  the  white 
blood  corpuscles,  otherwise,  when  both  the  narcotized  and  the 
control  rabbit  had  the  same  leucocyte  count,  being  infected  with 
the  same  amount  of  culture  and  kept  under  the  same  conditions, 
why  should  only  the  former  die  ?  To  test  this  possibility,  I  have 
undertaken  to  find  out  whether  the  narcotics  exert  any  influence 
upon  the  phagocytic  action  of  leucocytes. 

In  determining  the  phagocytic  qualities  of  the  cells,  it  was 
necessary  to  select  some  substance  which  they  would  take  up  and 
which  could  he,  easily  recognized  within  the  cell.     I  first  thought 
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of  the  trisulphide  of  arsenic,  which  was  especially  prepared  by 
Besredka  for  his  exjieriments  described  above.  But  this  was 
abandoned  because  of  the  toxic  properties  of  the  drug.  I  then 
tried  powdered  charcoal,  insoluble  Prussian  blue  and  carmine. 
The  latter  was  finally  selected,  though  it  seemed  to  me  that  the 
charcoal  and  the  blue  were  taken  up  more  readily  by  the  phago- 
cytes. However,  the  color  of  those  substances  made  it  difficult  to 
separate  them  from  the  cell  granules  and  nuclei,  especially  when 
treated  with  acetic  acid. 

EXPERIMENT   I. 

Rabbit  A  received  intraperitoneally  3  c.c.  of  an  emulsion  of 
carmine  in  distilled  water  by  means  of  a  Pasteur  pi jx?tte. 
Twenty-four  hours  later  some  |)eritoneal  exudate  was  withdrawn 
and  examined  fresh  and  in  acetic  acid.  Carmine  granules  were 
found  in  about  20  j)er  cent,  of  the  leucocytes.  Many  of  the 
phagocytes  contained  as  much  as  ten  granules  of  carmine.  In 
certain  fields  of  the  microscope  there  were  as  many  as  30  i^er  cent, 
of  the  leucocytes  containing  red  granules. 

Rabbit  B  was  etherized  hy|)odermically  and  injected  intraperi- 
toneally with  the  same  emulsion  of  carmine  and  the  same  amount 
as  in  Rabbit  A.  Twenty-four  hours  later  the  exudate  from  the 
peritoneum  showed  that  only  5-()  per  cent,  of  the  leucocytes  con- 
tained carmine  granules. 

EXPERIMENT   II. 

Rabbit  A  was  injected  intra{)eritoneally  with  carmine  in  the 
same  manner  as  in  the  previous  experiment.  The  peritoneal  exu- 
date was  withdrawn  twenty-four  hours  later,  and  on  examination 
14  per  cent,  of  the  leucocytes  were  found  to  contain  granules  of 
carmine.  Some  of  them  contained  as  many  as  eight  and  ten  dis- 
tinct granules. 

Rabbit  B  was  narcotized  with  alcohol  hypodermically  and 
received  the  same  amount  of  carmine  in  the  j)eritoneal  cavity  as 
Rabbit  A.  Twenty -four  hours  later  some  of  the  peritoneal  exudate 
was  withdrawn  and  examined  as  in  the  previous  experiments.  It 
was  found  that  only  six  out  of  a  hundred  leucocytes  contained 
carmine  granules.     In  this  experiment  the  rabbit  received  a  sec- 
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end  smaller  dose  of  alcohol  four  hours  after  the  first  one,  owing  to 
the  quick  recovery  of  the  animal  from  the  eflFects  of  the  first  dose. 

CHEMIOTACTIC    INFLUENCE    OF   ALCOHOL    ON   LEUCOCYTES. 

A  capillary  tube  filled  with  alcohol  was  inserted  subcutaneously 
in  the  ear  of  a  rabbit,  and  another  capillary  tube  filled  with 
bouillon  was  inserted  in  the  other  ear.  Twenty-four  hours  later 
the  tubes  were  removed  and  examined  under  the  microscope. 
The  bouillon  capillary  was  filled  with  leucocytes  from  the  inserted 
end  up  to  a  considerable  distance,  while  the  alcohol  capillary  was 
absolutely  free  from  leucocytes. 

In  a  second  experiment  two  capillary  tubes — one  containing 
alcohol  and  the  other  bouillon — were  inserted  subcutaneously  in 
one  ear  of  a  rabbit,  only  2  cm.  apart.  When  removed  twenty- 
four  hours  later  and  examined  under  the  microscope,  the  same 
phenomenon  as  in  the  first  experiment  was  observed — /.  e.^  the 
bouillon  tube  was  filled  at  the  inserted  end  with  leucocytes,  while 
the  one  containing  the  alcohol  was  absolutely  free  from  leucocytes. 

From  the  latter  experiments  we  may  conclude  that  there  is  a 
negative  chemiotaxis  between  the  leucocytes  and  alcohol,  and  this 
may  help  to  explain  why  the  leucocytes  do  not  api)ear  in  as  great 
numbers  in  infected  animals  that  have  also  been  alcoholized  as  in 
those  that  were  not;  and  those  leucocytes  that  do  circulate  in  the 
blood  stream  which  contains  alcohol  were  not  able  to  perform 
their  phagocytic  function  so  well,  as  shown  in  some  of  the  above 
experiments.  This  will  perhaps  also  explain  the  difference  in  the 
leucocyte  counts  found  in  the  periodical  and  steady  drinkers. 

It  might  be  reasonable  to  suppose  that  ether  and  chloroform 
would  give  similar  results.  I  have  omitted  to  test  the  latter 
narcotics,  because  they  are  so  easily  evaporated,  and  the  results 
could  not  have  been  considered  conclusive. 

In  summing  up  the  results  of  this  work,  the  following  con- 
clusions may  be  drawn: 

1.  That  alcohol,  ether,  and  chloroform  have  a  decidedly  detri- 
mental influence  on  the  natural  defenses  against  infection,  and 
that  this  lowering  or  suspension  of  the  resisting  power  of  the 
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animal  is  not  due  to  any  apparent  organic  lesions,  since  no  changes 
in  any  of  the  vital  organs  were  discoverable  in  any  of  the  animals, 
except  such  as  were  caused  by  the  infectious  material  employed, 

2.  The  narcotics  appear  to  affect  directly  the  substance  or 
substances  which  inhibit  the  growth  and  toxic  action  of  bacteria 
in  the  normal  animal,  and  these  substances  are  either  the  leuco- 
cytes themselves  or  something  derived  from  them  or  both.  Snel 
has  shown  in  his  work  that  alcohol  and  ether  suspend  also  con- 
ferred immunity  against  a  specific  microbe. 

3.  The  period  of  detrimental  action  of  the  narcotic  depends 
largely  on  the  amount  administered,  .the  depth  of  narcosis,  and 
the  rapidity  of  its  elimination  from  the  system.  Some  of  the 
narcotized  animals  that  were  employed  in  other  experiments  with 
infectious  material  twenty-four  hours  later  (i.  c,  after  narcotiza- 
tion) fared  as  well  as  the  new  rabbits. 

There  are  several  other  questions  to  be  settled  in  coimection 
with  this  theme,  but  they  will  be  left  for  a  separate  study. 

In  closing,  I  wish  to  extend  my  sincere  thanks  to  Professor 
Hektoen  for  numerous  valuable  suggestions  and  courtesies.  I 
wish  to  thank  also  Dr.  Rosenow  for  many  kindnesses  and  favors. 
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Consideration  of  Agglutinating  Properties  of  Various  Sera. 
I.  Typhoid  Immune  SbIia. 

A.  Not  agglutinating  typhoid  bacilli. 

B.  Agglutinating  typhoid  bacilli  only. 

C.  Agglutinating  typhoid  bacilli  and  members  of  Paratyphoid  Groups 
A  and  B. 

D.  Agglutinating  typhoid  bacilli  and  members  of  Paratyphoid  Group 
A. 

£.  Agglutinating  typhoid  bacilli  and  members  of  Paratyphoid  Group 
B. 
II.  Paratyphoid  Immune  Sera  Produced  by  Members  of  — 
Group  A: 

A.  Not  agglutinating  members  of  Group  A. 

B.  Agglutinating  members  of  Group  A  only. 

C.  Agglutinating  members  of  Groups  A  and  B. 

D.  Agglutinating  members  of  Group  A  and  typhoid  bacilli. 

£.  Agglutinating  members  of  Groups  A  and  B  and  typhoid  bacilli. 
Group  B: 

F.  Agglutinating  members  of  Group  B. 

G.  Agglutinating  members  of  Groups  A  and  B. 

H.  Agglutinating  members  of  Group  B  and  typhoid  bacilli. 
1.  Agglutinating  members  of  Groups  A  and  B  and  typhoid  bacilli. 
III.   Sera  Immune  to  Members  of  Intermediate  and  Colon  Groups 
Agglutinating  Typhoid  and  Paratyphoid  Bacilli. 

Summary. 

INTRODUCTION. 

Perhaps  no  question  in  recent  years  has  aroused  more  inter- 
est from  a  practical  standpoint  than  the  diagnosis  of  disease  by 
the  agglutination  reaction.  When  first  applied  to  the  diagnosis 
of  typhoid  fever,  and  for  some  time  subsequently,  the  reliability 
of  this  procedure  was  unquestioned.  During  the  general  appli- 
cation, however,  contradictory  results  were  occasionally  met  with 

*ReceiTed  for  publication  April  22, 1954. 
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which  made  it  necessary  to  modify  the  interpretation  of  the 
occurrence  or  non-occurrence  of  the  reaction.  Since  the  recogni- 
tion of  paratyphoid  fever  as  a  distinct  clinical  entity  caused  by 
an  organism  resembling  the  typhoid  bacillus,  both  culturally  and 
in  its  agglutination  reactions,  the  question  of  the  value  of  such 
tests  as  a  means  of  diagnosis  of  these  diseases  became  still  more 
complicated. 

These  exi^eriments  were  suggested  by  Dr.  Hektoen  in  January, 
1903,  and  at  that  time  no  satisfactory  conclusions  could  be  drawn 
from  the  diverse  results  rejxDrted  by  different  investigators.  A 
few  rejKjrts  throwing  light  u{X)n  this  subject  have  subsequently 
appeared,  and  reference  to  these  will  be  made  in  various  |)arts  of 
this  paper. 

My   experiments  concern   the  effect  of  immune   human  and 

animal  sera  on  several  strains  of  typhoid,  paratyphoid,  and  colon 

bacilli. 

TECHNIC. 

The  human  blood  was  obtained  by  aspiration  with  an  aseptic  10  c.c.  Luer 
syringe  from  the  median  vein  of  the  arm.  The  area  was  cleansed  with 
ether  followed  by  a  1 : 1,000  solution  of  bichloride  of  mercury,  and  95  per 
cent,  carbolic  acid  was  then  applied  with  a  cotton  swab  over  the  site  of 
puncture  and  allowed  to  remain  fifteen  seconds  before  removal  with  alcohol. 
After  constricting  the  arm  close  to  the  shoulder,  the  needle  was  inserted  into 
the  distended  vein  against  the  current,  and  the  blood  withdrawn.  The  latter 
was  placed  in  a  sterile  test-tube  and  allowed  to  stand  for  six  hours  at  room 
temperature,  after  which  time  the  serum  was  i)oured  off  into  another  sterile 
test-tube  and  kept  for  use. 

The  tedious  process  of  obtaining  rabbit's  blood  from  a  vein  in  the  ear 
was  early  replaced  by  direct  aspiration  from  the  heart.  The  animal  was 
carefully  anesthetized  with  chloroform  and  with  the  usual  aseptic  precau- 
tions, the  needle  being  inserted  directly  backward  in  the  second  right  inter- 
space close  to  the  margin  of  the  sternum.  Ten  c.c.  of  blood  can  be  quickly 
withdrawn  without  deleterious  effects. 

The  diagnosis  of  typhoid  fever,  in  nearly  all  cases  where  the  serum  was 
used  for  experimental  purposes,  w^as  contirmed  by  the  isolation  of  the 
typhoid  bacillus  from  the  blood  at  the  same  time  that  the  serum  was-coUected. 

The  macrascopic  method  of  agglutination  was  used,  inasmuch  as  it  is 
more  practical  and  less  laborious  than  the  microscopic  method,  and  bids  fair 
to  supplant  the  latter  in  clinical  work  as  soon  as  its  application  becomes  gen- 
erally known.  An  emulsion  of  bacilli  was  prepared  by  washing  a  twenty- 
four  hour  growth  from  the  surface  of  an  agar  slant  culture  with  a  1  per  cent, 
solution  of  NaCl.  The  growth  of  an  agar-slant  culture  of  typhoid  bacilli  in  7 
c.c.  of  solution  was  used  as  a  standard  uf  turbidity;  emulsions  obtained  from 
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the  growth  of  more  vigorous  organisms  were  correspondingly  diluted.  One 
c.c.  of  an  emulsion  thus  prepared  was  mixed  in  a  4  c.c.  tube  with  an  equal 
quantity  of  serum  diluted  with  distilled  water.  Positive  results  were 
recorded  when  a  visible  formation  of  flocculi  occurred  in  the  mixture  after 
standing  for  two  hours  at  room  temperature.  In  the  subsequent  tables  the 
numbers  represent  the  greatest  dilutions  of  the  sera  with  which  positive 
reactions  were  obtained.  For  obvious  reasons,  reactions  occurring  in  dilutions 
less  than  1 :  40  are  not  considered.  Emulsions  of  bacilli  killed  by  heat  or 
various  antiseptics,  formalin,  thymol,  etc.,  are  nearly  as  effective  as  emulsions 
of  living  bacilli,  and  are  obviously  far  more  safe  to  handle;  but  as  the  earlier 
experiments  were  performed  with  living  bacilli,  this  method  was  adhered  to 
in  order  that  the  results  might  be  unifonp. 

B.  typh.  Nos.  I,  IV,  VI,  VII,  XII,  XV,  XXX,  and  238  were  typical  typhoid 
bacilli  isolated  from  the  blood  of  cases  of  typhoid  fever.  B.  typh.  No.  V  and 
B.  paratyph.  No.  X,  Eustis,  Samuels,  and  Buxton,  were  obtained  for  me  by 
Dr.  Hektoen.  B.  typh.  No.  Ill  and  B.  coli  Nos.  IV  and  X  were  furnished  by 
Dr.  Gehrman,  who  isolated  them  from  the  urine  of  typhoid  patients.  B. 
paratyph.  Smith  and  Scott  were  obtained  from  Dr.  H.  G.  Wells.  Grateful 
acknowledgment  is  hereby  made  for  these  favors. 

CLASSIFICATION  OF  BACILLI. 

For  convenience  of  reference,  the  following  classification  has 
been  arranged,  based  principally  on  the  work  of  Schottmtlller, 
Durham,  Gushing  and  Buxton. 

BACILLI    MORE   OB    LESS    MOTILE — NEGATIVE   TO   GBAM's   STAIN. 

(Gelatin  not  liquefied.    Differences  of  growth  upon  agar,  gelatin,  and  bouillon  principally 
of  degree.    Potato  unreliable.    Indol  production  variable.) 

B.  coli  group, — Ferment  lactose  with  production  of  acidity  in  lactose  bouillon. 

Glucose  bouillon  fermented  in  24  hours   with  visible  gas  production. 

Milk  coagulated.    Neutral  red  agar — permanent  yellow  color  in  24  hours. 

Indol  production  fairly  constant. 
B.  cholerae  «uts,  enteritidis,  or  intermediate  group, — Lactose  not  fermented. 

Glucose  bouillon  fermented  in  48-72  hours  with  visible  gas  production. 

Indol  production  not  constant.     Litmus  milk  initial  acidity  in  24-48 

hours. 

a)  Paratyphoid  group  A,  Remains  acid;  average  1  per  cent,  on  tenth 
day;  no  opalescence.  Neutral  red  agar  —  yellow  color  in  3  days;  turns 
red  in  5-7  days.    Glucose  bouillon  fermented  in  72  hours. 

b)  Paratyphoid  group  B.  Becomes  alkaline  in  5  days;  increases  with 
slight  opalescence  in  10  days.  Neutral  red  agar  —  permanent  yellow  in 
48  hours.  Glucose  bouillon  fermented  in  48  hours.  Infections  clini- 
cally typhoidal. 

B,  typhoid  group, —  Lactose  not  fermented.     Glucose   fermented  without 
visible  gas  productiop.    Neutral  red  agar  —  unchanged.    Litmus  milk: 
a)  Usual  type:  acidity  permanent. 
6)  "Blue"  typhoid:  becomes  alkaline. 
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CONSIDERATION  OF  AGGLUTINATING  PROPERTIES  OF  VARIOUS 

IMMUNE  SERA. 

To  facilitate  interpretation,  the  results  of  the  experiments  have 
been  grouped  in  the  following  manner: 

I.    TYPHOID-IMMUNE    SERA. 

A.  Typhoid-immune  sera  which  fail  to  agglutinate  typhoid 
bacilli. — One  of  the  earliest  observations  of  this  nature  is  by 
Schumacher,  who,  with  a  serum  obtained  at  intervals  during  an 
illness  of  five  weeks,  failed  to  agglutinate  various  strains  of 
typhoid  bacilli.  The  typhoid  bacillus  was  obtained  from  the 
spleen  of  this  case  post  mortem.  Similar  observations  have  been 
made  by  Jtlrgens  and  Ruediger. 

On  the  other  hand,  mention  is  also  made  of  typhoid  bacilli 
which  failed  to  agglutinate  with  typhoid-immune  serum.  Such, 
for  example,  have  been  noted  by  Mftller,  who  collected  eight 
cases  from  the  literature  and  added  one  of  his  own;  and  by 
Schmidt  and  Ruediger,  each  with  one  observation.  In  all  of 
these  cases  the  organisms  became  agglutinable  after  varying 
periods  of  cultivation,  Ruediger's  B.  typh.  No.  V  only  during 
the  course  of  my  experiments.  Some  explanation  of  these  phe- 
nomena is  offered  by  Mailer,  who  showed  that  bacteria  grown  in 
the  presence  of  sgrum  of  high  agglutinative  value  became  less 
agglutinable;  also  by  Conradi,  who  found  that  bacilli  from  the 
center  of  large  colonies  agglutinated  more  readily  than  those  from 
the  periphery.  Interesting  facts  analogous  to  the  foregoing  devel- 
oped during  the  study  of  B.  typh.  No.  Ill,  obtained  from  the 
urine  of  a  typhoid  case  by  Dr.  Gehrman.  It  failed  to  agglutinate 
with  the  serum  from  three  cases  of  typhoid  fever,  agglutinated 
with  such  sera  in  seven  instances,  and  with  paratyphoid  immune 
sera  it  agglutinated  in  much  higher  dilutions  than  did  other 
typhoid  bacilli.     (Tables  I,  III,  V,  VI,  and  VII.) 

Immune  serum  produced  by  B.  typh.  No.  Ill  agglutinated  this 
organism  and  paratyphoid  bacilli  in  high  dilutions,  and  typhoid 
bacilli  in  low  dilutions  only.  Still  more  interesting  is  the  fact 
that  these  characteristics  have  persisted  for  fourteen  months,  and 
at  the  time  it  was  given  me  it  had  been  cultivated  upon  artificial 
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media  for  several  months.  Since  these  peculiarities  are  in  marked 
contrast  to  the  reactions  obtained  with  other  typhoid  bacilli,  they 
will  not  be  referred  to  again. 

B.  Typhoid-immune  sera  with  ichich  the  typhoid  bacillus 
alone  was  agglutinated. — The  serum  of  five  cases  of  typhoid 
fever  possessed  this  property,  as  shown  by  Table  I : 

TABLE  I. 


B.  typh.  No.  VII 

B.  typh.  No.  I 

B.  typh.  No.  XXX 

B.  typh.  No.  V 

B.  typh.  No.  XV 

B.  paratyph.  Buxton  (A)  . 
B.  paratyph.  Samuels  (B) 
B.  paratyph.  Eustis  (B)  . . 
B.  paratyph.  No.  X(B)... 
B.  typh.  No.  Ill 


Case  I 


600 
600 


Case  II 


1,000 

500 

50 

500 

500 

0 

0 

0 

0 

0 


Case  III 


500 

200 

200 

100 

200 

0 

0 

0 

0 

0 


Case  IV 


3,000 


0 
0 


CaseV 


5,000 

2,000 

2,000 

2,000 

200 

0 

0 

0 

0 

0 


A  comparison  of  the  foregoing  results  with  those  obtained  by 
other  investigators  is  shown  in  Table  II:    ,     • 


TABLE  II. 


Authors 


Gwyn ., 

Gushing 

Hume 

Johnston  

Hewlett,  6  cases . . 
Longcope,  3  cases. 
Brion  and  Kayser. 

AUen 

Korte,  2  cases 


B. 

B. 

B. 

para- 

para- 

typh. 

'\t 

Xy 

1,100 

0 

90 

0 

400 

0 

200 

0 

100 

0 

0 

50 

0 

0 

++ 

0 

0 

50 

0 

0 

++ 

0 

.  . 

200 

0 

0 

40 

0 

0 

Authors 

B. 

typh. 

B. 
para- 

Korte 

1,280 

80 

160 

640 

2,500 
500 
600 

1,000 
500 

3,000 

5,000 

0 
0 
0 
0 
0 
0 
0 
0 
0 
0 
0 

Korte 

Korte 

Korte 

Korte 

Korte 

Case  I 

Case  II 

Case  III 

Case  IV 

Case  V 

B. 
para- 

'It 


0 
0 
0 
0 
0 
0 
0 
0 
0 
0 
0 


In  the  examination  of  serum  of  animals  immune  to  typhoid, 
to  ascertain  its  power  to  agglutinate  organisms  of  the  typhoid, 
paratyphoid  and  colon  groups,  failure  of  these  sera  to  agglutinate 
other  than  typhoid  bacilli  has  been  noted  by  Hume,  Ruediger, 
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and  Smith,  each  in  one  case,  and  by  Bruns  and  Kayser  in  two 
cases.  Similar  properties  appearing  in  the  sera  of  three  rabbits 
are  shown  in  Table  III : 

TABLE  III. 
Sera    Examined    at  Varying   Intervals  after  Scbccttaneoub  Inoccla- 

TiON  WITH  Different  Amounts  of  Bouillon  Culture  Twenty-Four 

Hours  Old. 

(Rabbit  No.  I  reoeiTed  0.5  c.c. ;  No.  II.  2.5  c.c. ;  No.  Ill,  10  c.c.  of  B.  typh.  No.  I.    Rabbit  No. 
IV  receiTod  4  c.c.  of  B.  typh.  No.  VII.) 


Rabbit  No.. 


B.  typh.  No.  VII 

B.  typh.  No.  I 

B.  typh.  No.  XXX 

B.  typh.  No.  V 

B.  typh.  No.  XV 

B.  paratyph.  Buzton(  A) 
B.  paratyph.  Sain'ls(B) 
B.  paratyph.  £usti»  (B) 
B.  paratyph.  No.  X  (B) 
B.  typh.  No.  Ill 


Normal 


I     II    HI 


After 

3 
Days 


0 
5U 
0 
0 
0 
0 
0 
0 
0 


After  7  Days 


200 


80 
0 
0 
0 
0 


II 


1,000 


500 
0 
0 
0 
0 


After  10  Days 


II     III     rv 


3,000 

"6 

500 
0 
0 
0 
0 


3,000 


1,000 
0 
0 
0 
0 


4,000 
4,000 
4,000 

4,000 
0 
0 
0 
0 


1,000 

1,000 

200 

500 

"o 

0 
0 
0 
0 


After 
18  Days 


II 


500    2,000 
1,500  ;  3,000 


750 
750 
0 
0 
0 
0 
0 


1,500 
2,000 
1,500 
0 
0 
0 
0 
0 


In  addition  to  the  demonstration  of  the  specific  action  of  the 
serum,  the  experiments  in  Table  III  illustrate  that  the  aggluti- 
native power  of  the  serum  of  the  first  two  rabbits  was  not  notably 
enhanced  by  increase  in  the  amount  of  culture  employed  in  single 
inoculations. 

C.  Typhoid-immune  sera  agglutinating  both  typhoid  and 
paratyphoid  bacilli, — Actual  agglutination  of  both  typhoid  and 

TABLE  IV. 


Paratyphoid 

Case  No. 

Typhoid 

Group  A 

Group  A 

1    

320 

160 

160 

2 

320 

160 

160 

3 

320 

40 

160 

4 

320 

80 

80 

5 

1,200 
1,200 

40 
320 

160 

6 

320 

7 

2,500 

320 

320 

8 

5,000 

320 

320 

9 

5,000 

80 

320 
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paratyphoid  bacilli  with  typhoid-immune  human  or  animal  serum 
was  obtained  by  Korte,  and  Bruns  and  Kayser.  Korte's  results 
were  obtained  with  human  serum,  and  the  comparative  aggluti- 
nation values  are  shown  in  Table  IV. 

Of  the  human  sera  used  in  our  experiments  two  were  met  with 
which  gave  similar  agglutinative  reactions.  Their  relative  inter- 
agglutinability  is  shown  by  Table  V: 

TABLE  V. 


Case  1 


Five  Days  Later 


Case  II 


B.  typh.  No.  I 

B.typh.No.V 

B.  typh.  No.  VII 

B.  typh.  No.  Ill 

B.  paratypb.  Buxton  (A)  . 
B.  paratyph.  Samuels  (B) 
B.  paratyph.  Eustis  (B)  . . 
B.  paratyph.  No.  X(B)... 

B.  coll  No.  IV 

B.  coli  No.  X 


500 


100 
200 
150 
150 


500 

500 

500 

100 

0 

50 

50 

0 


4,000 
6,000 
6,000 
1,200 

800 
1,000 

800 

1,200 

60 

0 


To  determine  the  ability  of  serum  of  any  given  case  of  typhoid 
fever  to  agglutinate  other  organisms,  it  would  seem  necessary  to 
examine  it  at  intervals  during  the  disease,  for  in  Case  I  (Table  V) 
five  days  after  the  first  examination  agglutinability  for  the  para- 
typhoid bacilli  had  almost  disappeared. 

One  instance  in  which  typhoid-immune  animal  serum  mani- 
fested these  interagglutinating  properties  is  reported  by  Bruns 
and  Kayser.  The  serum  of  a  rabbit  immunized  with  the  anoma- 
lous B.  typh.  No.  Ill  manifested  similar  properties.  B.  typh.  No. 
Ill  was  agglutinated  in  a  dilution  of  1:4,000;  other  typhoid 
bacilli,  1:80;  paratyphoid  bacilli  of  Groups  A  and  B,  1:2,000; 
and  B.  coli  No.  IV,  1:60. 

According  to  our  present  conceptions,  the  power  of  agglutina- 
tion possessed  by  immune  serum  is  due  to  the  presence  of  certain 
bodies  called  agglutinins.  These  are  somatic  in  origin  and  depend 
for  their  production  upon  substances  contained  within  the  bacterial 
cell.  When  two  organisms  are  agglutinated  by  an  immune  serum 
produced  by  one  of  them,  it  is  supposed  that  they  contain  similar 
substances,  and  that  their  agglutination  is  in  direct  ratio  to  the 
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amounts  of  such  substances  possessed  in  common.  The  experi- 
ments of  Castellani  have  shown  that  when  such  an  immune  serum 
is  saturated  with  the  immunizing  organism,  its  agglutinating 
power  is  lost ;  whereas,  if  an  excess  of  other  bacteria  agglutinated 
by  this  serum  is  added,  the  serum  still  retains  an  agglutinating 
power  for  the  immunizing  organism.  On  the  contrary,  when 
agglutinins  are  produced  by  several  bacteria,  saturation  with  either 
does  not  prevent  agglutination  of  the  other.  Castellani,  de  Peyfer, 
Jtlrgens,  and  Korte  have  used  this  method  to  determine  the  exist- 
ence or  absence  of  mixed  infections.  With  the  demonstration 
that  the  serum  of  Case  II  (Table  V)  agglutinated  the  paratyphoid 
in  such  relatively  high  dilutions  the  possibility  of  a  mixed  infec- 
tion was  at  once  apparent.  To  determine  this,  the  growths  of  B. 
typh.  No.  I  u|)on  three  agar-slant  cultures  were  removed  with  50 
c.c.  of  a  1  per  cent,  solution  of  NaCl  and  mixed  with  an  equal 
quantity  of  distilled  water  containing  1  c.c.  of  the  serum.  Par- 
tial agglutination  with  precipitation  occurred  after  two  hours. 
The  supernatant  fluid  was  removed,  filtered,  and  tested  with  para- 
typhoid bacilli.  No  agglutination  occurred  in  the  dilution  of 
1:200.  It  was  therefore  concluded  that  Case  II  was  not  an 
example  of  mixed  infection,  and  further  proof  was  afforded  by 
inoculation  of  bouillon  with  the  patient's  blood  and  the  isolation 
of  bacteria  from  fifteen  colonies  on  a  plate  made  twenty-four 
hours  later;  all  of  these  were  typhoid  bacilli.  It  cannot  be 
assumed,  however,  that  infection  with  both  organisms  might  not 
have  existed  earlier  in  the  disease. 

Whereas,  in  the  preceding  account,  agglutination  was  mutually 
manifested  upon  the  typhoid  bacillus  and  both  groups  of  para- 
typhoid bacilli,  consideration  will  now  be  given  to  sera  with  which 
the  reaction  of  the  latter  organism  was  restricted  to  members  of 
one  group.  The  cases  in  which  this  selective  action  was  mani- 
fested upon  members  of  Group  A  or  B  are  comparatively  few. 

D.  Typhoid-immune  sera  agglutinating  typhoid  hax^Uli  and 
members  of  Group  A,  but  not  those  of  Group  B. — In  the  table 
accompanying  Korte's  work  the  serum  of  three  cases  showed  this 
peculiarity.  The  dilutions  employed  were  in  one  case  1:80;  in 
two  cases,  1 :  120.     A  similar  reaction  was  obtained  with  the  serum 
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of  a  rabbit  immunized  with  4  c.c.  of  bouillon  culture  of  B.  typh. 
No.  IV.  This  bacillus  was  agglutinated  in  a  dilution  of  1:500; 
B.  paratyph.  Buxton,  a  member  of  Group  A,  in  a  dilution  of 
1 :  100.  Four  members  of  Group  B.  and  B.  coli  Nos.  IV  and  X  were 
not  agglutinated. 

E.  Typhoid-immune  se/rum  agglutinating  typhoid  bacilli  and 
members  of  Group  B,  but  not  those  of  Group  A. —  Korte  met 
with  five  cases  in  which  the  above  reactions  were  obtained.  The 
dilutions  necessary  to  agglutinate  typhoid  bacilli  were  two  to 
fifteen  times  greater  than  for  the  paratyphoid  bacilli.  In  twenty- 
two  cases  reported  by  JUrgens,  and  in  several  of  our  series,  typhoid- 
immune  sera  were  obtained  which  agglutinated  members  of 
paratyphoid  Group  B,  but  no  tests  were  made  with  members  of 
Grroup  A.  In  some  of  these  cases  agglutination  with  members  of 
Group  B  took  place  in  greater  dilutions  than  with  typhoid  bacilli ; 
in  some  cases  it  occurred  earlier  in  the  disease. 

II.       PARATYPHOID -IMMUNE  SERA. 

The  recent  recognition  of  paratyphoid  fever  as  a  clinical  entity 
has  been  established  largely  through  the  study  of  isolated  cases. 
In  many  of  these  the  symptoms  simulated  those  of  typhoid  fever ; 
in  others,  the  infections  were  local  in  character,  resembling  the 
sequelae  of  typhoid.  In  connection  with  such  diverse  clinical 
manifestations,  the  exact  position  of  the  exciting  organism  to 
related  groups,  its  cultural  characteristics,  and.  the  agglutinative 
phenomena  associated  with  it  have  been  the  subjects  of  a  number 
of  studies.  Perhaps  the  least  satisfactory  of  these  have  pertained 
to  agglutination.  Of  the  contributions  relating  to  the  latter,  one 
of  the  most  important  is  that  of  Buxton,  who  experimented  with 
numerous  strains  of  paratyphoid  and  related  bacilli,  and  various 
animal  immune  sera  in  arbitrary  dilutions  of  1 :  400,  and  con- 
cluded that  interagglutination  of  the  various  groups  does  not 
occur.  Careful  observations  of  the  agglutinative  properties  of 
paratyphoid  bacilli  made  since  Buxton's  communication  have 
emphasized  the  necessity  of  using  many  dilutions.  These  obser- 
vations, together  with  those  of  the  writer,  will  be  considered  as 
follows: 
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A.  Sei^a  produced  by  members  of  paratyphoid  Group  A  not 
aggluthiating  other  members  of  the  group. — Very  interesting  facts 
are  contained  in  the  history  of  an  organism  found  by  Gushing  in 
the  pus  of  a  post-paratyphoidal  osteomyelitis.  It  agghitinated 
with  the  patient's  serum  and  that  of  a  rabbit  immunized  with  it. 
Neither  of  these  sera  agglutinated  Gwyn's  organism,  another 
member  of  the  group.  Durham,  with  an  immune  serum  produced 
by  Gwyn's  organism,  and  Johnston,  using  the  serum  from  two 
cases  of  paratyphoid  fever  caused  by  members  of  Group  A,  also 
failed  to  agglutinate  Cushing's  organism.  One  year  later  Long- 
cope,  testing  the  serum  of  a  ease  of  paratyphoid  fever,  aggluti- 
nated Cushing's  bacillus  in  dilutions  of  1 :  200  and  Gwyn's  in  a 
dilution  of  1 :  500 ;  and  Buxton  has  since  reported  that  Cushing's 
organism  had  acquired  agglutinability  common  to  its  group. 
Previously  in  this  article  mention  has  been  made  of  typhoid 
bacilli  which,  failing  to  agglutinate  with  typhoid-immune  serum 
for  a  time,  have  later  acquired  this  property.  These  instances  and 
the  behavior  of  Cushing's  organism  would  suggest  that  delayed 
agglutinability  may  not  prove  uncommon. 

B.  Sera  produced  by  members  of  Oroup  A  agglutinating 
members  of  this  group  only. —  In  four  observations  —  Gwyn, 
Brion,  Kayser,  and  Hume — the  attempts  to  agglutinate  other 
organisms  were  limited  to  typhoid  bacilli,  and  none  of  these  were 
successful.  Bruns  and  Brion,  working  with  Kayser,  were  unable 
to  agglutinate  typhoid  and  colon  bacilli,  or  those  of  Group  B,  with 
the  serum  of  a  rabbit  immunized  with  a  bacillus  belonging  to 
Group  A.  Johnston  with  three  human  immune  sera  agglutinated 
five  members  of  Group  A,  as  well  as  one  obtained  from  the  blood 
of  one  of  the  cases,  but  could  not  agglutinate  bacilli  of  the  colon, 
typhoid,  or  intermediate  groups. 

C.  Sera  produced  by  members  of  Group  A  agglutinating 
members  of  Groups  A  and  B, — In  the  experiments  with  sera 
immune  to  typhoid  bacilli  it  was  noted  that  the  majority  of  them 
exerted  a  selective  action  upon  members  of  the  typhoid  group. 
The  preceding  discussion  (B)  has  shown  that  serum  immune  to 
members  of  paratyphoid  Group  A  j)ossesses  similar  properties  in 
relation  to  that  group.     It  therefore  has  been  interesting  to  ascer- 
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tain  if  the  latter  manifests  other  properties  analogous  to  those  of 
the  typhoid-immune  sera  which  agglutinated  members  of  related 
groups.  Serving  to  establish  this  point  is  a  report  by  Schottmtlller 
of  two  human  immune  sera,  one  of  which  agglutinated  another 
member  of  Group  A  and  three  members  of  Group  B,  the  other 
agglutinated  two  members  of  •Group  B.  Smith  and  Scott,  each 
with  the  serum  of  a  rabbit  immunized  with  Buxton's  bacillus, 
obtained  agglutination  with  members  of  both  groups.  None  of 
these  sera  agglutinated  typhoid  or  colon  bacilli.  In  my  own 
experiments,  agglutination  tests  were  made  with  a  rabbit  serum 
similar  to  that  used  by  the  last  two  writers,  and  corresponding 
results  were  obtained.  B.  paratyph.  Buxton  (A)  was  agglutinated 
in  a  dilution  of  1:8,000;  B.  paratyph.  Eustis  and  No.  X  (B), 
1:6,000;  B.  paratyph.  Samuels  (B),  1:4,000.  Five  strains  of 
typhoid  bacilli  were  not  agglutinated. 

Previous  mention  was  made  that  Buxton  was  unable  to  agglu- 
tinate members  of  Group  B  with  immune  rabbit  serum  pro- 
duced by  inoculation  with  his  organism.  These  results  show 
that  after  several  years  the  same  bacillus  has  acquired  the  power 
of  producing  a  serum  which  readily  agglutinates  members  of 
Group  B. 

D.  Sera  produced  by  members  of  Group  A  agglutiucding 
members  of  this  group  and  typhoid  bacilli, — Observations  of  this 
character  have  been  made  in  only  one  instance.  Gushing,  with 
the  serum  of  a  rabbit  immunized  to  his  organism,  obtained  agglu- 
tination with  typhoid  bacilli  (1 :  200),  and  also  members  of  the 
intermediate  group  other  than  paratyphoid. 

E.  Sera  produced  by  members  of  Group  A  agglutinating 
members  of  Groups  A  and  B  and  typhoid  bacilli, — No  cases  have 
been  reported  in  which  such  an  interagglutination  was  obtained. 

Of  the  observations  here  recorded  we  note  that  in  seventeen 
instances,  where  agglutination  reactions  of  serum  immune  to 
bacilli  of  Group  A  were  tried  with  typhoid  bacilli,  only  one  |X)si- 
tive  result  was  obtained;  and  in  eleven  cases,  where  tests  were 
made  with  members  of  Group  B,  five  positive  results  were 
obtained.  Obviously,  these  observations  are  too  few  to  warrant 
positive  conclusions. 
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The  numerous  experiments  dealing  with  sera  immune  to  mem- 
bers of  Group  B  will  be  considered  as  follows: 

P.  S(*ra  produced  by  members  of  Group  B  agglutinating 
membei's  of  this  group  only. — Ruediger  reported  two  cases  of 
paratyphoid  fever  due  to  members  of  this  group  in  which  the 
serum  did  not  agglutinate  typhoid- bacilli.  Pratt  made  a  similar 
observation  in  one  case,  and  Conradi,  Drigalski  and  Jttrgens  in 
altogether  four  cases.  Kayser  experimenting  with  the  serum  of 
three  cases  of  paratyphoid  fever  obtained  agglutination  with  mem- 
bers of  Group  B,  but  not  with  members  of  Group  A  or  the  typhoid 
group.  De  Feyfer  obtained  like  results  in  six  cases.  Korte  with 
a  similar  serum  could  not  obtain  agglutination  with  members  of 
the  typhoid  intermediate  or  colon  groups.  Pratt,  using  the  serum 
of  an  animal  immunized  with  a  member  of  Group  B,  could  not 
agglutinate  typhoid  bacilli. 

G.  Si*ra  produced  by  members  of  Group  B  agglutifiating 
members  of  this  group  and  Group  A, — Instances  of  this  nature 
are  reported  by  several  observers.  Schottmaller  in  three  experi- 
ments with  such  sera  was  able  to  agglutinate  members  of  Groups 
A  and  B,  but  not  bacilli  of  the  typhoid  and  colon  groups.  Long- 
coj^e  in  three  cases,  and  Allen  in  two  cases,  agglutinated  members 
of  Group  A,  but  not  typhoid  bacilli.  A  similar  reaction  was 
observed  with  animal  serum  by  Scott ;  with  the  serum  of  a  rabbit 
immunized  with  his  paratyphoid  organism  agglutination  was 
obtained  with  members  of  Group  A,  but  not  with  members  of 
typhoid  or  colon  groups,  or  other  intermediate  organisms.  I 
have  obtained  exactly  the  same  results  with  this  organism. 

H.  Immune  sera  j^^^oduced  by  members  of  paratyphoid 
Group  B  agglutinating  members  of  that  group  and  typhoid 
bacilli. — Observers  reporting  reactions  of  this  character  are  Con- 
radi, Drigalski  and  Jtirgens,  in  twenty-six  cases  examined  during 
an  epidemic  at  Saarbrftck ;  Hftnermann,  in  nineteen  cases  of 
another  epidemic ;  Lucksch  in  two  cases ;  and  Libman  in  one 
case.  In  two  instances,  Libman's  and  one  of  the  Saarbrftck 
series,  typhoid  bacilli  were  agglutinated  in  higher  dilutions  than 
were  members  of  Group  B,  and  the  possibility  of  a  mixed  infec- 
tion was  questioned.     In  Libman's  case,  one  of  cholecystitis,  the 
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diagnosis  of  a  paratyphoid  infection  was  based  on  the  isolation 
from  the  blood  of  a  bacillus  belonging  to  Group  B.  The  serum 
examined  later  in  the  disease  had  lost  its  power  of  agglutinating 
members  of  Group  B,  but  still  agglutinated  typhoid  bacilli.  The 
diagnosis  of  the  second  case  mentioned  was  established  by  isola- 
tion, from  the  stools,  of  bacilli  having  characteristics  of  Group  B. 
In  neither  case  can  diagnosis  of  mixed  infection  be  absolutely 
excluded. 

Jtlrgens  alone  and  with  Cohradi  and  Drigalski  obtained,  from 
two  rabbits  immunized  with  members  of  Group  B,  sera  which 
agglutinated  typhoid  bacilli.  Bruns  and  Kayser,  and  Korte, 
obtained  like  results  with  similar  immune*  rabbit's  serum ;  the 
latter,  however,  also  agglutinated  members  of  colon  and  interme- 
diate groups. 

I.  Immune  sera  jyroduced  by  members  of  Group  B  aggluti- 
nating members  of  Groiq^s  A  and  B  and  typhoid  bacilli. — Two 
human  sera  have  been  observed  which  have  manifested  aggluti- 
nation reactions  of  this  character — one  by  Schottmtlller,  and 
another  by  Korte.  That  observed  by  the  latter  also  agglutinated 
other  members  of  the  intermediate  group.  No  agglutination  with 
colon  bacilli  was  obtained.  Korte,  with  the  serum  of  two  immune 
rabbits,  was  able  to  agglutinate  members  not  only  of  Groups  A 

TABLE  VI. 

Immune  Rabbit  Sera  Obtained  Fourteen  Days  after  Subcutaneous 
Inoculation  with  4  c.c.  op  Twenty-pour  Hour  Bouillon  Cultures 
OF  Bac.  paratyph.  Smith,  Eustis,  and  No.  X,  Group  B. 


B.  paratyph.  Buxton  (A)  . 
B.  paratyph.  Samuels  (B) 
B.  paratyph.  No.  X  (B)  . . 
B.  paratyph.  Smith  (B)  . . 
B.  paratyph.  Eustis  (B)  . . 
B.  paratyph.  Scott  (B)  . . . 

B.  typh.  No.  Ill 

B.  typh.  No.  I 

B.  tvph.  No.  V 

B.  typh.  No.  XV 

B.  typh.  No.  XXX 

B.  coli  No.  IV 

B.  coli  No.  X 


Smith 


200 


200 

500 

200 

0 

50 

50 

0 


Eustis 


500 
500 
500 

200 

200 
50 
50 
50 
50 


No.X 


6000 
8,000 
6,000 

6,666 
6,666 

50 

0 

0 

50 

50 

0 
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and  B  and  the  typhoid  group,  but  also  of  the  colon  and  interme- 
diate groups.  In  our  series  of  experiments  with  rabbits  immun- 
ized with  members  of  Group  B,  three  sera  were  obtained  which 
agglutinated  members  of  Groups  A  and  B  and  typhoid  bacilli. 
These  results  are  shown  in  Table  VI. 

III.       COLON    AND   OTHEB    IMMUNE    SEBA. 

It  has  been  observed  that  certain  of  the  typhoid-  and  para- 
typhoid-immune sera  have  agglutinated  members  of  the  colon  and 
intermediate  groups,  and  it  is  imf)ortant  to  ascertain  whether  sera 
immune  to  members  of  these  groups  will  agglutinate  typhoid  and 
paratyphoid  bacilli.  Exhaustive  contributions  have  been  made  in 
regard  to  the  action  of  these  sera  on  typhoid  bacilli  and  the 
experiments  of  Castellani,  Durham,  Bruns  and  Kayser,  Stern, 
Bibersteiri,  Rothberger,  and  Theobald  Smith  demonstrate  that 
typhoid  bacilli  are  occasionally  agglutinated  with  serum  produced 
by  members  of  the  colon  and  intermediate  groups. 

The  exj^eriments  relative  to  the  action  of  these  sera  on  para- 
typhoid bacilli  are  less  numerous.  Scott  failed  to  agglutinate  his 
member  of  Group  B  with  the  serum  of  two  rabbits  immunized 
with  B.  enteritidis  and  B.  dysenteriae,  respectively.  Hume 
reports  the  failure  of  members  of  Group  A  to  agglutinate  with  the 
serum  of  a  rabbit  immune  to  B.  enteritidis.  Cushing,  however, 
obtained  a  serum  from  a  rabbit  immunized  with  B.  chol.  suis, 
which  did  agglutinate  a  member  of  Group  A.  G.  B.  Smith,  with 
the  serum  of  two  rabbits  immune  to  B.  chol.  suis  and  B.  enteri- 
tidis, failed  to  obtain  agglutination  with  members  of  either  group. 

Three  reports — Hume,  Bruns  and  Kayser,  and  Scott — concern 
the  action  of  serum  immune  to  members  of  the  colon  group  on 
paratyphoid  bacilli,  and  in  none  of  these  did  agglutination 
occur. 

Table  VII  shows  the  results  obtained  with  serum  immune  to 
the  two  colon  bacilli  used  in  our  experiments.  The  organism  B. 
coli  No.  IV,  which  at  times  agglutinated  with  paratyphoid-  and 
typhoid-immune  sera,  produced  a  serum  which  agglutinated  these 
bacilli,  whereas  serum  immune  to  B.  coli  No.  X  did  not  acquire 
this  property. 
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TABLE  VII. 

Colon-Immune  Rabbit  Seba  Obtained  Fourteen  [Days  after  Subcu- 
taneous Inoculation  with  4  c.o.  Twenty-Four  Hour  Bouillon  Cul- 
ture OP  B.  COLI  NOS.  IV  AND  X. 


B.  coli  No.  X 


B.  coli  No.  IV 

B.  coli  No.  X 

B.  paratyph.  Buxton  (A) . 
B.  paratyph.  Eustis  (B) . . 
B.  paratyph.  Samuels  (B) 
B,  paratyph.  No.  X(B)... 

B.  typh.  No.  I 

B.  typh.  No.  V 

B.  typh.  No.  XV 

B.  typh.  No.  XXX 

B.  typh.  No.  Ill 


Further  experiments  of  this  character  will  probably  show  that 

paratyphoid  bacilli  interagglutinate  with  colon  and  other  immune 

serum  to  the  same,  or  even  a  greater,  extent  than  do  typhoid 

bacilli. 

SUMMARY. 

A  review  of  these  results  would  suggest  that  certain  phases  of 
this  subject  require  still  further  investigation  before  the  question 
of  interagglatination  of  bacilli  of  the  typhoid  and  paratyphoid 
group  can  be  placed  on  a  reliable  basis.  Relative  to  this  fact 
should  be  mentioned  that  a  number  of  the  paratyphoid  bacilli 
reported  have  occasionally  manifested  cultural  reactions  which 
differed  from  those  characterizing  the  group  in  which  they  have 
been  placed.  Some  of  these  irregularities  may  be  explained  by 
different  environments,  or  variations  in  the  culture  media  used  by 
the  various  observers,  but  they  nevertheless  constitute  evidence 
that  hard  and  fast  lines  cannot  be  established  between  the  typhoid, 
paratyphoid,  and  other  intermediate  groups. 

If,  in  the  light  of  our  present  knowledge,  a  precise  classifica- 
tion of  these  bacilli  into  groups  cannot  be  arranged,  we  should  not 
expect  to  make  definite  conclusions  in  regard  to  the  interaggluti- 
nation  of  members  of  these  groups.  It  must  therefore  be 
acknowledged  that  the  most  reliable  means  of  diagnosis  is  the 
study  not  only  of  the  exciting  organism  isolated  from  the  blood 
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or  feces  with  agglutination  tests,  but  also  of  cultural  character- 
istics, for  it  has  been  shown  that  the  diagnosis  of  bacilli  by  the 
agglutination  tests,  as  established  by  several  investigators  report- 
ing results  of  blood  cultures,  is  untrustworthy. 

The  difficulties  encountered  in  the  isolation  of  the  causative 
bacillus,  and  the  impossibility  of  isolation  in  the  later  stages  of 
the  disease  have  led,  as  before  stated,  to  the  use  of  agglutination 
reaction  as  a  convenient  and  presumably  accurate  test.  The 
results  of  these  experiments  have  not  established  the  inaccuracy  of 
this  procedure,  as  would  at  first  appear,  but  have  emphasized  the 
necessity  of  modifying  the  prevailing  interpretations  of  the  occur- 
rence or  non -occurrence  of  the  reaction. 

It  has  been  assumed  that  agglutination  of  typhoid  bacilli  by 
a  suspected  serum  in  a  dilution  of  1:100  by  the  microscopic 
method,  or  of  1 :  50  by  the  macroscopic  method,  is  an  indication 
of  infection  with  this  organism.  However,  as  shown  in  the  fore- 
going, serum  immune  to  members  of  other  groups  may  also 
agglutinate  the  typhoid  bacillus  in  the  same,  and  even  higher, 
dilutions,  and  a  test  with  such  bacilli,  especially  those  of  para- 
typhoid Groui)S  A  and  B,  should  be  performed.  Ordinarily  the 
paratyphoid  organisms  require  from  ten  to  thirty  times  more 
serum  for  their  agglutination  than  do  typhoid  bacilli,  and  if 
reactions  of  the  suspected  serum  with  these  occur  in  relatively 
high  dilutions,  the  saturation  test  is  necessary  to  decide  which  is 
the  organism  producing  the  infection. 

If  repeated  agglutination  tests  made  at  intervals  in  a  suspected 
case  prove  negative  with  both  typhoid  and  paratyphoid  bacilli,  it 
either  denotes  infection  with  some  other  organism,  or  possibly 
may  be  analogous  to  the  reported  cases  in  which  typhoid  bacilli 
were  isolated  from  the  blood  or  stools,  and  no  agglutination  of 
other  typhoid  bacilli  occurred  with  the  patient's  serum. 

In  suspected  cases  of  paratyphoid  fever,  agglutination  of  mem- 
bers of  both  groups  should  be  tried,  as  serum  immune  to  members 
of  one  may  not  agglutinate  members  of  the  other  group.  In 
other  instances  serum  immune  to  members  of  either  group  may 
agglutinate  the  typhoid  bacillus  in  high  dilutions,  and  here  again 
the  saturation  test  is  nt^cessarv.     Some  of  these  difficulties  mav 
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be  avoided  by  using  for  the  tests  bacilli  which  are  known  to 
agglutinate  only  with  serum  immune  to  members  of  their  own 
group.  In  the  event  that  representatives  of  the  various  groups 
are  not  at  hand,  diagnosis  by  means  of  the  agglutination  test  may 
be  exceedingly  difficult.  It  is  to  be  hoped  that  in  the  near  future 
a  technic  will  be  perfected  by  which  will  be  obtained  reactions 
which  are  sufficiently  delicate  and  specific  to  restore  the  aggluti- 
nation test  to  a  comparatively  simple  procedure. 

I  wish  to  express  my  sincere  thanks  to  Dr.  Hektoen  and  Dr. 
LeCount  for  their  valuable  advice  and  suggestions,  and  to  the 
members  of  the  resident  staff  of  Cook  County  Hospital  for  their 
co-operation  and  assistance  in  obtaining  the  blood  used  in  these 
experiments. 
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V.  The  Precipitins  Developed  in  Rabbits  Adapted  to  Various  Bac- 
terial Species  Which  Do  Not  Belong  to  the  Colon-Typhoid 
Group. 

1.  The  precipitins  developed  by  adaptation  of  rabbits  to  B,  proteus, 

2.  The  precipitins  developed  by  adaptation  of  rabbits  to  B.  prodi- 
giosus. 

3.  Tfie  precipitins  developed  by  adaptation  of  rabbits  to  the  Spiril- 
lum cholerae  and  S,  Metchnikovi. 

4.  The  precipitins  developed  by  cuiaptation  of  rabbits  to  B.  diph- 
theriae, 

5.  The  precipitins  developed  by  adaptation  of  rabbits  to  B.  pyo- 
cyaneus. 

6.  The  precipitins  developed  by  cuiaptation  of  rabbits  to  human  and 
bovine  tubercle  bacilli, 

7.  The  precipitins  developed  by  adaptation  of  rabbits  to  the  Staphy- 
lococcus pyogenes  aureus,  to  the  pneumococcus,  and  to  the  strepto- 
coccus, 

a)  The  precipitins  developed  by  adaptation  of  rabbits  to  the 
Staphylococcus  pyogenes  aureus. 

b)  The  precipitins  developed  by  adaptation  of  rabbits  to  the  pneu- 
mococcus  and  to  the  streptococcus. 

R^sum^  of  previous  studies  upon  the  precipitins  developed  by 
adaptation  of  animals  to  the  pneumococcus  and  to  the  strepto- 
coccus. 

VI.    The   Precipitating  Action    op  the  Anti-B.  No  1,  Antityphoid, 
Anticoli,  and  Antidysentery  Sera  upon  Their  Homologous  and 
Heterologous  Saline  Solution  Extracts  op  Young  Agar  Cul- 
tures OF  Species  op  the  Colon-Typhoid  Group. 
VII.    Relationships  Existing  between  the  Bacterial  Agglutinins  and 

Precipitins. 
VIII.    Conclusions. 

INTRODUCTORY. 

A  LONG  series  of  complicated  studies  upon  the  body  fluids 
made  during  the  past  few  years  has  led  to  the  discovery  of  a 
number  of  hitherto  unknown  or  little  understood  substances  which 
seem  to  be  of  great  significance  in  the  processes  of  immunization 
of  man  and  the  lower  animals  to  bacteria  or  to  their  toxins,  and 
in  the  adaptation  of  the  body  to  a  great  variety  of  alien  materials. 
Many  of  these  substances  are  present  in  the  blood  serum  under 
normal  conditions,  and  they  may  be  increased  in  amount,  or 
entirely  new  substances,  it  seems,  may  be  formed  when  the  body 
adapts  itself  to  foreign  material  artificially  introduced  into  the 
veins,  subcutaneous  tissue,  or  the  peritoneal  cavity,  or  after  adap- 
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tation  following  upon  the  course  of  a  bacterial  infection  or  disease. 
The  substances,  whether  normally  present  in  serum  or  developed 
as  a  result  of  adaptation,  are  commonly  designated  "antibodies," 
and  the  serum  containing  them  is  known  as  an  '* antiserum."  For 
example,  the  serum  of  a  normal  rabbit  may  contain  a  substance 
which  agglutinates  the  typhoid  bacillus — an  ''agglutinin"  specific 
within  certain  limits  for  this  bacillus.  The  normal  agglutinating 
substances  are,  however,  greatly  increased  in  amount  or  in  their 
activity  by  the  adaptation  of  the  rabbit  to  the  typhoid  bacillus  or 
to  its  metabolic  products  artificially  introduced  into  the  body  of 
the  animal;  or,  if  the  agglutinin  be  not  normally  present,  it  may 
be  formed  de  novo  in  response  to  the  process  of  artificial  adapta- 
tion. The  agglutinin  is  au  example  of  an  antibody,  and  the  serum 
in  which  it  is  developed  is  called  an  antityphoid  serum. 

Besides  bacteria  and  their  products,  various  animal  or  vege- 
table substances,  generally  albuminous  in  nature,  such  as  alien 
blood  sera,  serous  fluids,  or  their  isolated  albumins  and  globulins, 
as  well  as  milk,  peptone  (?),  egg  albumin,  various  ferments,  and 
the  cells  of  various  organs,  or  their  extracts,  derived  from  differ- 
ent animals,  induce,  after  introduction  into  the  animal  organism, 
the  formation  of  antibodies.  These  are  of  several  kinds ;  thus, 
specific  antitoxic,  bactericidal,  cellucidal,  agglutinating,  and  pre- 
cipitating properties  have  been  demonstrated  in  sera. 

As  a  result  of  the  adaptation  of  animals  to  serum  containing 
these  antibodies,  a  second  series  of  substances  may  in  many 
instances  be  developed  which  neutralize  or  render  inactive  these 
antibodies.  In  this  manner,  antiagglutinins,  antiprecipitins,  anti- 
coagulins,  antiamboceptors  (antilysins),  etc.,  are  said  to  be  formed. 

Rudolf  Kraus,*  April  30,  1897,  described  a  class  of  hitherto 
undiscovered  substances  in  the  sera  of  animals  immunized  or 
adapted  to  certain  species  of  bacteria.  Kraus  found  that  cholera, 
plague,  and  typhoid  antisera,  when  added  to  their  corresponding 
bacterial  filtrates,  cause  precipitates.  The  substance  of  the  serum 
which  causes  the  precipitation  was  called  a  precipitin.  On  add- 
ing an  antiserum,  say  of  typhoid,  to  the  heterologous  filtrates  of 
plague  or  cholera,  for  example,  no  such  reaction,  however,  took 
place.     The  reaction  between  these  antisera  and  their  correspond- 
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ing  filtrates  is  thus,  according  to  him,  strictly  specific,  and  hence 
as  diagnostic  as  the  Gruber-Durham  reaction  of  agglutination  was 
at  that  time  considered  to  be.  This  view  for  the  bacterial  pre- 
cipitins has  never  been  seriously  questioned,*  although  A.  Was- 
sermann^  observes  that,  as  in  the  case  of  the  agglutinins,  bacteria 
belonging  to  species  closely  related  possess  similar  precipitin 
receptors,  indicating  that  agglutination  and  precipitation  are  not 
strictly  specific  phenomena.  Recently  Tupnix,*  in  an  ab6tra.ct, 
has  indicated  that  bacterial  precipitins  are  by  no  means  as  specific 
as  one  might  infer  from  the  articles  which  had  up  till  then 
appeared.  A  few  other  references  of  similar  import  are  found  in 
the  literature,  but  they  need  not  be  cited. 

On  the  other  hand,  the  researches  on  non-bacterial  precipitins 
have  clearly  shown  that  the  precipitins  which  are  developed  in  an 
animal  of  one  species  after  adaptation  to  the  serum  of  another 
species  are  not  specific.  These  hemo-  or  sero-precipitins,  as  they 
are  called,  thus  precipitate,  not  only  the  serum  of  the  species  of 
animal  by  the  use  of  which  they  have  been  developed,  but  also 
the  sera  of  species  more  or  less  closely  related.  They  are,  how- 
ever, markedly  special,  for  a  precipitin  invariably  gives  a  quicker 
and  more  copious  reaction  in  the  homologous  than  in  a  heterolo- 
gous serum. 

The  general  analogy  existing  between  the  action  of  the  bac- 
terial precipitins  and  sero-precipitins  led  the  writer  to  believe 
that  a  more  careful  study  than  had  hitherto  been  attempted  might 
reveal  relationships  between  the  bacterial  precipitins  similar  to 
those  existing  between  the  sero-precipitins,  as  mentioned  above. 

Furthermore,  the  constant  association  of  the  bacterial  aggluti- 
nins and  precipitins  in  antisera,  and  the  striking  points  of  simi- 
larity in  the  action  of  these  two  antibodies,  seemed  to  indicate 
that  between  the  bacterial  precipitins  relationships  would  be 
demonstrated  similar  to  those  which  had  been  conclusively  shown 
to  exist  between  the  bacterial  agglutinins  at  the  time  these 
studies  were  begun — in  the  fall  of  1901. 

Before  undertaking  the  main  part  of  our  task  upon  the  inter- 

*  The  term  *'  bacterial  precipitin  *'  is  used  by  the  writer  to  indicate  the  substance  in  the 
serum  of  normal  or  adapted  animals  which  induces  the  precipitation  of  bacterial  broths, 
filtrates,  or  other  culture  extract^;. 
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relations  of  the  bacterial  precipitins,  a  series  of  observations  were 
made  to  determine  the  precipitating  action  of  normal  rabbit 
serum  upon  various  bacterial  filtrates. 

Although  bacterial  precipitins  have  not  hitherto  been  demon- 
strated in  normal  sera,  the  fact  that  they  have  been  found  in 
association  with  the  agglutinins  in  the  serum  of  animals  adapted 
to  different  bacterial  species — so  constantly  indeed  that  some 
observers  consider  these  antibodies  identical  substances — seems 
to  indicate  that  their  presence  in  normal  sera  may  either  have 
escaped  attention,  or  that,  if  present,  they  are  in  quantities  so 
small  that  their  detection  is  not  possible.* 

On  the  other  hand,  the  possibility  of  precipitates  forming  in 
mixtures  of  such  complex  fluids  as  nutrient  broth  and  serum, 
by  some  action  other  than  that  induced  by  normal  precipitins, 
cannot  be  summarily  dismissed. 

These  reasons  led  the  writer  to  investigate  the  precipitating 
action  of  normal  and  various  antibacterial  sera  upon  plain  nutrient 
broth  and  upon  various  bacterial  filtrates,  f  The  tests  which  are 
now  to  be  described  are  preliminary,  and  serve  as  controls  for 
the  subsequent  series  described  later  on. 

*The  precipitins,  howeyer,  unlike  the  agglutinins,  are  infrequently  found  in  appreciable 
quantities  in  normal  serum.  According  to  Linossier  and  Lemoine,^  the  hemo-  or  sero-pre- 
cipitins  of  one  species  for  the  serum  of  other  species  of  warm-blooded  animals  do  not  exist 
in  the  serum  of  warm-blooded  animals.  Noguchi^  has,  however,  found  normal  precipitins 
in  horse  serum,  for  the  serum  of  some  species  of  cold-blooded  animals,  and  also  that  *'  the 
sera  of  some  cold-blooded  animals  contain  precipitins."  Noguchi  states:  **It  might  be 
said  that  the  existence  of  normal  precipitins  for  a  given  serum  is  more  likely  to  occur  in  a 
widely  than  a  closely  related  species.'^  He  assumes  that  the  relationship  between  the  natu- 
ral precipitins  and  those  produced  by  adaptation  will  be  found  analogous  to  that  which 
exists  between  the  corresponding  natural  and  artificial  agglutinins  and  hemolysins. 

Many  observers  have  noted  the  fact  that  the  development  of  adaptation  precipitins  for 
the  serum  of  all  species  is  more  readily  induced  in  the  organism  of  a  species  not  too  closely 
related.  Rabbit  serum,  according  to  Lamb,^  contains  normally  a  precipitin  for  cobra 
venom,  and  also,  according  to  Obermayer  and  Pick,^  for  the  dysglobulin  of  the  whites  of 
eggs. 

fThe  culture  filtrates  which  were  employed  during  the  course  of  our  investigations, 
when  not  otherwise  so  stated,  were  obtained  from  broth  made  up  with  Liebig's  beef  extract, 
5  g.,  1  per  cent,  peptone,  and  0.5  per  cent,  sodium  chloride,  the  reaction  being  approximately 
0.5-1  per  cent,  acid  to  phenophthalein.  The  broth  cultures  were  passed  through  Berkefeld 
filters,  after  an  incubation  of  seveial  months  at  37^  C.  The  reaction  of  our  filtrates  was 
alkaline  to  litmus  paper,  except  that  of  the  diphtheria  filtrate,  which  was  acid.  The  pre- 
cipitation and  agglutination  tests  were  made  in  sterilized  tubes  of  approximately  the  same 
size,  and  of  narrow  caliber. 

The  macroscopic  agglutination  tests  described  in  this  paper  were  made  with  suspen- 
sions of  eighteen-hour  agar  cultures  in  10  c.c.  of  sterile  normal  saline  solution.  After 
settling  for  half  an  hour,  0.9  c.c.  of  the  emulsion,  0.1  c.c.  of  the  serum,  or  of  its  dilutions  in 
normal  saline  solution,  was  introduced  into  each  tube.    Controls  were  always  made. 
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II.  THE  PRECIPITATING  ACTION  OF  NORMAL  AND  ANTIBAC- 
TERIAL SERA  ON  BROTHS  OF  VARIOUS  REACTIONS  AND 
UPON  VARIOUS  BACTERIAL  BROTH  FILTRATES. 

Normal  rabbit  and  ox  serum,  as  well  as  antibacterial  rabbit  sera,  were 
added  to  broths  of  various  composition  and  reactions.  These  broths  had  a 
basic  composition  of  5  g.  Liebig's  meat  extract,  1  per  cent.  Witte's  peptone, 
0.5  per  cent.  NaCl;  but  varied  in  their  reaction,  as  follows:  1  per  cent,  and  0-5 
per  cent,  alkaline,  neutral;  05  per  cent.,  1  per  cent.,  and  1.5  per  cent,  acid, 
phenolphthalein  being  the  indicator,  or  were  made  from  the  usual  meat 
infusion  of  different  reactions,  or  of  broth  made  up  without  additions  of 
pepton. 

The  tests  were  made  with  the  following  proportions:  to  0.5  c.c.  of  broth 
was  added  0.1  c.c,  0.25  c.c,  and  0.5  c.c  of  serum.  The  tests  showed  that  when 
normal  rabbit  serum  is  added  to  the  meat  extract  broth  of  1^  per  cent,  acid 
reaction,  small  flocculi  may  develop  after  twenty-four  hours  at  ST*"  C.  In 
most  cases,  however,  there  is  merely  a  fine  granular  deposit,  which  develops 
on  the  sides  of  the  tube  and  is  clearly  seen  only  with  a  low  power  lens,  the 
fluid  remaining  clear.  This  precipitation  was  never  seen  in  broth  of  other 
reactions.  In  the  usual  meat  infusion,  pepton  salt  broth,  normal  rabbit 
serum  produces  no  granular  precipitate  or  flocculi.  With  normal  ox  serum 
no  precipitation  occurs  in  broths  of  different  reactions.  Normal  rabbit  and 
ox  serum  give  rise  to  opalescence  and  later  to  cloudiness,  with  or  without  the 
formation  of  granules  and  flocculent  precipita,  in  broth  made  up  without  the 
usual  addition  of  pepton  or  salt.  The  most  marked  reactions  are  obtained  in 
broth  of  1  per  cent,  or  1.5  per  cent,  acid  reaction. 

In  4  per  cent,  acid  broth  a  marked  turbidity  is  constantly  developed. 
The  reactions  obtained  in  alkaline  broth  are  slight.  The  nature  of  the  slight 
precipitates  was  not  determined;  in  some  cases  they  were  possibly  small 
coagula,  due  to  late  or  uncompleted  clotting  of  the  sera,  or  to  the  deposition 
of  the  cellular  elements  contained  in  the  sera.  Since  the  reaction  of  our 
filtrates  was  usually  alkaline,  the  cloudiness  and  precipitates  that  are  devel- 
oped in  broth  of  0  4  or  1.5  per  cent,  acid  reaction  can  be  disregarded  in  our 
subsequent  tests. 

The  insignificant  and  late  precipitates  which  are  occasionally  formed  may 
be  disregarded,  since  they  cannot  be  mistaken  for  the  precipitates  developed 
by  the  bacterial  precipitins  upon  broth  filtrates.  The  numerous  tests  made 
show  conclusively  that  normal  rabbit  and  ox  serum,  as  well  as  various  anti- 
bacterial rabbit  sera,  exert  no  precipitating  action  upon  the  usual  peptone 
salt  broth  of  slight  alkaline  or  acid  reaction. 

Of  especial  importance  was  the  observation  that  normal  rabbit  serum 
does  not  precipitate  the  various  bacterial  broth  filtrates,*  which  for  the  sake 

•  The  broth  filtrates  of  the  followinfr  species  of  the  colon-typhoid  (^oup  were  tested : 
B.  typhosus,  B.  coli  '*  Escherich/*  B.  psittacosis,  B.  typhi  muriam,  B.  enteritidis,  B.  icteroi- 
des,  B.  Schottmaller  (Seemann  and  Mailer),  B.  Qwyn,  B.  Cushinff,  and  B.  No.  1,  a  species  of 
the  intermediate  group  of  Durham,  The  species  of  the  Dysentery  ffroup  tested  were  the  B. 
dysenterif  o  Kruse,  B.  dysenteriae  "  New  Haven  "  (Duval),  B.  dysenteriae  "  Y  '*  (Hiss).  The 
filtrates  of  the  following;  bacteria  were  also  tested:  B.  proteus,  B.  prodigriosus,  B. 
pyocyaneus,  B.  tuberculosis,  human  and  bovine,  B.  diphtheriae,  Sp.  cholera  Asiaticae,  Sp. 
Aietchuikovi,  Staphylococcus  pyogenes  aureus,  Pueumococcus,  and  Streptococcus  pyogenes. 
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of  brevity  need  not  be  enumerated  here.  We  are  therefore  warranted  in 
drawing  the  conclusion  that  normal  rabbit  serum  contains  no  determinable 
amount  of  normal  bacterial  precipitins.  The  few  specimens  of  ox  serum 
examined  likewise  indicate  the  absence  of  bacterial  precipitins  in  this  serum. 
The  question  of  the  presence  or  absence  of  normal  bacterial  precipitins  in 
the  serum  of  other  warm-  or  cold-blooded  animals  was  not  determined. 

Having  demonstrated  the  absence*  of  determinable  amounts 
of  precipitating  substances  in  the  serum  of  normal  rabbits  for 
the  filtrates  of  the  different  bacterial  specieawhich  were  employed 
during  the  course  of  these  studies — an  observation  in  complete 
accord  with  those  of  previous  investigators — the  writer  now  pur- 
poses to  describe  a  series  of  observations  on  the  precipitating 
action  of  a  number  of  antibacterial  sera  upon  the  filtrates  of 
their  corresponding  and  of  heterologous  species  of  more  or  less 
closely  related  bacteria:  in  other  words,  to  test  the  specificity  of 
the*  precipitins. 


III.  THE  PRECIPITATING  ACTION  OP  THE  SERA  OF  RABBITS 
ADAPTED  TO  VARIOUS  SPECIES  OF  THE  COLON-TYPHOID 
GROUP  IN  THEIR  RESPECTIVE  CULTURE  FILTRATES. 

GENERAL   PLAN   OF    STUDY. 

The  plan  followed  in  these  researches  was,  first,  to  study  the 
precipitating  action  of  the  serum  of  rabbits  adapted  to  several 
distinct  species  of  the  so-called  colon-typhoid  group,  in  order  to 
determine  whether  the  precipitative  relationships  exist  between 
various  species  of  this  group;  and,  secondly,  to  search  for  more 
remote  relationships,  as  indicated  by  slight  and  late  reactions 
between  the  bacilli  of  this  and  those  belonging  to  other  groups 
of  bacilli — namely,  B.  proteus,  B.  prodigiosus — as  well  as  those 

*  In  a  strict  sense  the  absence  of  precipitin  haptins  for  bacteria  in  normal  seram  can- 
not bo  determined  positively,  for  they  may  be  present  in  quantities  so  sligrht  as  to  escape 
detection.  The  writer's  observations  convince  him  that  the  precipitins  and  agglutinins  in 
antibacterial  serum,  as  a  rule,  bear  the  relative  proportion,  roughly  speaking,  of  1-100 
and  that,  as  a  rule,  the  agglutinin  must  react  in  a  dilution  of  1-100  ^*  macroscopic  test  *' 
before  the  presence  of  a  precipitin  can  be  certainly  detected.  The  fact  that  normal  rab- 
bit serum  rarely  agglutinates  bacterial  species  above  1-100  accounts  sufficiently,  if  the 
above  argument  is  correct,  for  the  non-detection  or  absence  of  the  normal  precipitins.  The 
writer  believes,  as  will  be  described  later,  that  this  fact  cannot  be  regarded  as  proof 
of  the  identity  of  those  two  substances,  for  an  antiserum  may  precipitate  the  filtrate  of 
a  given  species  of  bacterium  without  agglutinating  the  bacterium;  and  he  believes, 
furthermore,  that  the  precipitins  may  be  formed  for  a  given  species  without  giving  rise 
to  any,  or  only  agglutinins  capable  of  reacting  in  low  dilutions. 
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bacteria  belonging  to  other  classes  of  bacteria,  the  spirilla  and  the 
cocci. 

These  introductory  remarks  suffice  to  indicate  the  scope  of  the 
writer's  studies.  The  first  part  of  our  investigations  will  now  be 
described: 

The  species  used  in  these  series  of  tests  were,  first,  a  bacillus  belonging 
to  the  hog  cholera  or  intermediate  group  of  Durham,  marked  B.No.l;  second, 
a  collection  culture  of  B.  t}rpho8Us,  designated  B.  typh.  *^ColL;**  and,  third, 
a  colon  bacillus  which  does  not  ferment  saccharose.* 

Sets  of  rabbits  were  adapted  to  each  of  these  species,  and  the  antisera 
thus  obtained  were  tested,  as  far  as  practicable,  at  the  same  time,  so  that  their 
precipitating  action  upon  the  same  filtrates  could  be  carefully  compared. 
For  convenience  the  results  obtained  will  be  described  in  series. 


SEBIES   I. 

A?m-B.  No.  1  Rabbit  Serum.  * 

Rabbit  I  received  14  c.c.  of  heated  and  unheated  broth  cultures  at  inter- 
vals of  several  days  (November  9, 1901,  to  January  1, 1902).  Bled  five  days 
later.  The  serum  agglutinated  B.  No.  1  up  to  1-10,000  (microscopic  test);  the 
B.  typh.  "  CoU."  to  1-2,000  (microscopic  test). 

The  serum  was  tested  upon  the  filtrates  of  the  three  species  which  had 
been  grown  in  broth  at  37°  C.  for  twenty-nine  days.  The  filtrates  were 
markedly  alkaline  to  litmus. 

TABLE  I. 

The  Precipitating  Action  op  the  Anti-B.  No.  1  Sesuic  upon  its  Corresponding  Fil- 
trate AND  upon  the  Filtrates  of  B.  typhosus  and  B.  coli. 


B.No.l  filtrate: 
Ic.c. 

B.  typh.  filtrate : 
Ic.c. 


B.coli  filtrate: 
1  c.c. 


Anti-B.  No.  1  serum : 
0.5  c.c. 

Anti-B.  No.  1  serum : 
0.5  c.c. 


Anti-B.  No.  1  serum : 
0.5  c.c. 


Tubes  kept  at  S?**  C.  2->3  hrs.  Cloudiness  and 
flocculent  precipitates  which  soon  setUe. 

Cloudiness  is  slightly  delayed  when  com- 
pared with  the  homolo^us  filtrate,  but 
at  5  hrs.  the  reaction  is  only  somewhat 
less  marked.    Same  phases  of  reaction. 

Same  phenomenon,  only  onset  of  reaction 
is  slower,  and  the  precipitum  formed  is 
less  than  in  case  or  typhoid  filtrate. 


Tests  were  then  made  with  similar  quantities  of  the  filtrates,  but  with 
0.1  c.c.  of  serum.  With  B.  No.  1  filtrate  the  various  phases  of  reaction 
occurred  as  rapidly,  the  precipitum  being,  however,  less  abundant;  with  the 
typhoid  filtrate  the  reaction  was  slightly  delayed  when  compared  with  that 

*  B.  No.  1  and  the  colon  bacillus  were  isolated  from  the  organs  of  a  patient  dying 
from  an  infection  of  five  days*  duration,  clinically  a  case  of  severe  gastro-enteritis  with 
toxemia. 
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in  the  homologous  filtrate^  a  similar,  but  less  marked,  reaction  was  obtained 
with  the  colon  filtrate.* 

To  avoid  the  criticism  that  we  were  possibly  not  dealing  with  a  true 
typhoid  bacillus,  the  B.  No.  1  serum  was  tested,  with  identical  results,  against 
a  filtrate  of  the  well-known  typhoid  bacillus  isolated  by  Pfeiflfer,  and  known 
as  the  **Pfeiffer"  culture.  On  account  of  the  saprophytic  condition  of  the 
"Pfeiflfer"  culture,  which  was  only  slightly  motile,  and  the  rapid  pseudo- 
clumping  of  its  broth  cultures  and  agar  suspensions  in  controls,  the  agglu- 
tinative value  of  the  serum  for  this  bacillus  could  not  be  determined. 

We  thus  see  from  our  experiments  that  the  anti-B.  No.  1 
serum  precipitated  in  dilutions  of  1-3  and  1-10,  not  only 
the  corresponding,  but  the  heterologous,  typhoid  and  colon 
filtrates;  the  onset  of  the  reaction  cloudiness,  however,  developing 
earliest  in  the  homologous  filtrate.  The  amount  of  precipitum 
ultimately  formed  in  the  B.  No.  1  and  typhoid  filtrates  was 
apparently  similar. 

Antityphoid  Rabbit  Serum. 

At  intervals  of  three  to  six  days  Rabbit  II  received  subcutaneously  ten 
inoculations  of  broth  cultures,  at  first  heated  and  then  unheated,  in  all  about 
25  c.c.  Agglutination  value,  1-10,000,  complete  in  three  hours  by  macro- 
scopic test;  1-5,000,  complete  in  one  hour.  The  serum  did  not  agglutinate 
B.  No.  1  or  the  B.  coli. 

TABLE  II. 

The  Precipitattno  Action  of  the  Antittphoid  Serum  upon  its  Corresponding  Fil- 
trate AND  UPON  the  FiLTRATEfl  OF  B.  NO.  1  AND  B.  COLI. 


B.  typh.  filtrate  (Coll.) : 
1  o.c. 

B.  No.  1  filtrate: 
1  c.c 

B.coli  filtrate: 
1  c.c. 


Antityph.  serum : 
0.5  c.c. 

Antityph.  serum : 
0.5  c.c. 

Antityph.  serum : 
0.5  c.c. 


At  87°  C:  1  hr.,  cloudiness;  2  hrs.,  flocculi; 
and  later,  copious  precipitate. 

At  37*  Cm  2  hrs.,  cloudiness,  flocculi;  and 
later,  copious  precipitate. 

No  reaction  at  2  or  4  hrs. ;  at  18  hrs.,  small 
precipitate. 


In  a  filtrate  of  a  1  per  cent,  mannit-broth  typhoid  culture  grown  for  two 
weeks  at  d?**  C,  having  a  terminal  acid  reaction,  the  onset  of  the  reaction  was 
delayed  to  twelve  hours,  and  the  precipitum  formed  was  less  copious  than 
that  formed  in  the  B.  No.  1  filtrate.  With  the  anti-B.  No.  1  serum,  this 
filtrate  likewise  gave  a  delayed  reaction. 

These  experiments  show,  therefore,  that  the  antityphoid  serum 
precipitates  its  corresponding  filtrate  and  the  B.  No.  1  filtrate  in 

*In  judging  the  presence  or  absence  of  slight  precipitates,  to  secure  accuracy  it  is 
imperative  to  examine  the  deposit  for  bacteria;  for  non-cloudiness  in  serum  mixtures  does 
not  signify  absence  of  bacterial  growth.  When  in  doubt,  tests  were  made  by  culture  and  by 
examination  of  coverslips.  Usually  there  is  no  difficulty  in  distinguishing  between  precipi- 
tates and  bacterial  bottom  growths,  especially  if  the  development  of  the  reaction  is  watched. 


Digitized  by 


Google 


472 


Charles  Nobbis 


the  dilution  of  1-3  and  1-5 ;  the  reaction  being  quicker,  however, 
but  not  more  copious,  in  the  homologous  filtrate  obtained  from  a 
broth  culture  of  the  same  age  and  terminal  reaction.  The  reac- 
tion in  the  colon  filtrate  was  considerably  delayed.  That  the  age 
and  perhaps  the  terminal  reaction  of  the  filtrate  exert  considerable 
influence  upon  the  time  of  onset  of  the  precipitation  and  the 
amojunt  of  precipitum  is  shown  by  the  observation  that  the  anti-B. 
No.  1  serum  gives  rise  to  a  quicker  and  more  copious  reaction  in 
the  alkaline  typhoid  filtrate  (four  weeks'  broth  culture  at  37 ""  C.) 
than  does  the  antityphoid  serum  in  the  acid  typhoid  filtrate 
obtained  from  a  two  weeks'  mannit-broth  culture. 

Anticoli  Rabbit  Serum. 

Rabbit  III,  at  intervals  of  three  to  five  days,  received  subcutaneous 

inoculations  of  heated  and  unheated  broth  cultures,  in  all  24  c.c,  one  to  four 

days'  growth  at  37**  C.  (January  3  to  February  10, 1902).    Bled  several  days 

after  last  injection.    No  agglutination  of  the  homologous  colon  bacillus  either 

by  the  macroscopic  method  or  by  the  hanging  drop.    A  slight  tendency  to 

thread  formation  was  observed,  which  ceased  in  a  dilution  of  1-1,000.    With 

a  serum  dilution  of  1-10,  complete  settling  occurred  only  after  twenty-four 

hours  at  37°  C. 

TABLE  III. 

The  Precipitating  Action  of  the  Anticoli  Serum  upon  ith  Corresponding  Fil- 
trates AND  UPON  the  Filtrates  of  B.  No.  1  and  B.  typhosus. 


Coli  filtrate : 
0.5  c.c. 

0.5 
0.5 

Anticoli  serum: 
0.05  C.C. 
0.10 
0.15 
0.25 

Cloudiness  in  all  tubes  in  1  hr.  at  37^  C, 
which  increases  rapidly.  6  hrs.,  well- 
marked  precipitum,  most  copious  m  tube 
containing  0.25  c.c.  serum.  The  fluid  in 
all  the  tubes  becomes  clear. 

B.  No.  1  flltrat^^ : 
0.5  c.c. 
0.5 

Anticoli  serum: 
0.10  c.c. 
0.25 

At  6  hrs.,  a  slight  precipitate  in  the  form  of 
fine  f^ranules  has  appeared  on  the  sides  of 
the  tubes.  At  24  hrs.  in  the  tube  contain- 
ing 0.25  c.c.  of  serum  the  precipitum  com- 
pares in  amount  to  that  formed  in  the 
homologous  filtrate  0.05  c.c.  of  .serum. 

B.typh.  Coll.  filtrate: 
0.5  c.c. 
0.5 

Anticoli  serum: 
0.10  c.c. 
0.25 

Similar  reactions  to  that  obtained  in  B.  No. 
1  filtrate. 

B.typh.  Pfeifferfil.: 
0.5  c.c. 
0.5 

Anticoli  serum: 
0.1  c.c. 
0.25 

Similar  delay  in  reaction  to  that  obtained 
with  Typh.  Coll.  filtrate. 

Thus  the  anticoli  serum  in  dilutions  of  1-6  precipitated  the  correspond- 
ing coli  filtrate,  and  also  the  typhoid  and  B.  No.  1  filtrates.  The  onset  of  the 
reaction  in  the  heterologous  filtrates  was,  however,  delayed,  and  the  amount 
of  precipitum  formed  was  considerably  smaller  than  in  the  colon  filtrate. 

Summary  op  Series  I. 
The  results  of  the  first  series  of  tests  may  be  briefly  summa- 
rized.    Precipitative  relationships  exist  between  three  species  of 
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the  colon  typhoid  group;  namely,  the  intermediate  B.  No.  1,  the 
B.  typhosus,  and  the  B.  coli,  micro-organisms  distinguished  from 
each  other  by  constant  biochemical  characters  of  differential  value. 

Abb  Precipitins  Developed  in  the  Serums  of  Rabbits  which  Have  Adapted 
Thehselves  to  Injections  of  Peptone? 

The  rabbits  of  Series  I  described  above  were  adapted  by  means  of  the 
usual  peptone-broth  cultures.  Myers,''  however,  had  noted  the  fact  that 
Witte's  peptone  gave  rise  to  the  formation  of  substances  in  the  serum  of  the 
animals  undergoing  adaptation  which  precipitated  peptone  solutions.  This 
observation  led  us  to  suspect  that  the  precipitative  relationships  noted  above 
.  between  filtrates  of  various  bacterial  species,  distinct  at  least  as  to  their  bio- 
chemical characters,  were  possibly  due  alone  to  the  development  of  a  peptone 
precipitin  in  the  sera  of  the  rabbits  of  Series  I  which  had  been  inoculated, 
as  mentioned  above,  with  peptone -broth  cultures. 

To  remove  all  doubt  upon  this  score,  the  writer  was  led  to  repeat 
Myers's  observations,  in  order  to  test  his  statement  that  the  inoculation  of 
peptone  in  the  animal  organism  is  followed  by  the  formation  of  substances 
which  precipitate  peptone  solutions.  Our  experiments  and  the  literature 
bearing  upon  this  topic  may  be  briefly  reviewed. 

Two  rabbits  were  treated  with  108  c.c.  of  a  (Witte's)  4  per  cent,  peptone 
solution,  six  intraperitoneal  inoculations  being  made  at  intervals  during  four 
weeks.  The  sera  obtained  did  not  cause  even  an  opalescence  in  fresh  peptone 
solutions,  when  added  either  in  equal  volumes  or  in  the  proportion  of  1-5, 
after  twenty-four  hours  at  37°  C.  A  rabbit  treated  with  large  quantities  of 
broth  likewise  failed  to  develop  precipitating  agents  in  its  serum.  Intra- 
venous inoculations  (five  to  six  inoculations  of  0.5  g.  of  Witte's  and  Merck's 
peptone)  have  likewise  proved  negative  in  the  hands  of  my  colleagues,  Drs. 
Wood  and  Jessup,  to  whom  I  am  indebted  for  the  information. 

Myers's  observations,  although  widely  quoted  and  aacepted,  have  likewise 
not  been  confirmed  by  several  other  investigators.  He  claims  to  have  obtained 
precipitins  in  the  serum  of  rabbits  that  had  adapted  themselves  to  solutions 
of  Witte's  peptone.  In  an  article  published  previous  to  Myers's,  Tchistowitch  • 
states  that  he  had  failed  to  obtain  peptone  precipitins  in  the  serum  of  rabbits 
adapted  to  peptone.  Buchner  and  Geret'^  cast  grave  doubts  upon  the  nature 
of  the  peptone  precipitum  obtained  by  Myers,  since  it  gave  no  biuret  reaction, 
and,  furthermore,  because  the  antipeptone  serum  after  inactivation  by  heat 
was  reactivated  by  normal  serum.  They  endeavored  to  obtain  peptone  precipi- 
tins by  adapting  rabbits  to  peptone,  prepared  according  to  Kuhne's  method. 
The  rabbits  yielded  a  serum  which,  when  added  to  a  2  per  cent,  peptone 
normal  saline  solution,  gave  rise  to  cloudiness  and  a  fine  precipitate  composed 
of  so-called  globulites,  which  were  found  to  be  crystals  of  barium  sulphate 
of  unusual  form. 

Rabbits  treated  with  a  single  injection  of  5  c.c.  of  ox  serum  after  twenty- 
four  hours  likewise  yielded  a  serum  which  developed  these  crystals. 

These  observers  found  that  the  i)eptone  of  commerce  invariably  con- 
tained barium  salts.    The  solutions  of  peptone  freed  from  the  barium  salts 
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were,  however,  not  precipitated  by  the  sera  of  the  rabbits  which  had  been 
adapted  to  peptone  or  to  serum. 

Michaelis  also  failed  to  obtain  precipitins  in  the  serum  of  rabbits  which 
had  been  treated  for  six  weeks  with  subcutaneous  inoculations  of  a  10  per 
cent,  solution  of  Merck's  egg  peptone  (albumose);  the  receptors  which  in  the 
whole  albumin  molecule  induce  precipitin  formation  being,  Michaelis  believe 
destroyed  by  the  pepsin  digestion  to  which  the  egg  albumin  has  been  sub- 
jected. Similarly  with  *'  Peptonum  siccum  Riedel,"  which  is  a  mixture  of 
the  proteoses  derived  from  the  fibrin  of  ox  serum,  no  precipitating  serum  was 
obtained.  Although  Kowarski  obtained  precipitins  for  the  albumoses  of 
seeds,  Michaelis  considers  that  these  albumoses  are  not  comparable  to  the 
pepsin  albumoses  of  animal  origin,  and  that,  even  if  in  truth  albumose  and 
peptone  precipitins  can  be  formed,  the  receptors  which  would  induce  the  for- 
mation of  the  egg  peptone  antibodies  cannot  be  identical  to  those  of  egg 
albumin,  for  an  egg  albumin  precipitin  does  not  precipitate  egg-peptone  solu- 
tions." 

Obermeyer  and  Pick  '^  have  likewise  failed  to  obtain  peptone  precipitins, 
although  they  noted  occasionally  slight  clouding  of  the  peptone  solutions  by 
antipeptone  serum.  That  the  question  is  not  finally  settled  is  indicated  by 
the  recent  investigation  of  Rostoski  and  Sacconaghi,'*  who  report  that  after 
several  failures  they  succeeded  in  obtaining  antibodies  or  precipitins  in  the 
serum  of  rabbits  which  had  been  inoculated  with  the  peptic  and  tryptic 
cleavage  products,  of  horse  serum  albumin.  The  sera  precipitated  the  solu- 
tions of  albumin  and  those  of  all  the  cleavage  products,  considerable  quanti- 
tative differences  being  observed  in  the  reaction,  the  weakest  being  obtained 
in  peptone  solutions. 

Rostoski  assumes  that  the  immunizing  body,  whether  it  be  a  special  side 
molecule  of  the  giant  albumin  molecule,  or  a  body  which  is  merely  intimately 
attached  to  the  albumin  molecule,  is  variously  resistant  to  digestion,  accord- 
ing to  its  association  with  the  different  cleavage  products.  In  some  cases  it 
is  more  resistant  than  the  albumin  body  itself,  especially  to  the  action  of 
trypsin. 

Ascoli  has  observed  that  antisera  precipitate  the  cleavage  products  of 
albumin.  Thus  antihorse  and  antiox  serum  of  the  rabbit  precipitate  in  a 
slight  degree  Witte  s  peptone.*  He  assumes  that  digestion  destroys  some  of 
the  groups  of  the  albumin  molecule  (side  chains  or  receptors  of  Ehrlich), 
whereas  other  groups,  those  genetically  related  to  the  peptone  molecule,  are 
left  unaffected. 

P.  A.  Levene  *^  claim;?  to  have  shown  that  a  precipitin  active  for  a  given 
proteid  is  capable  of  forming  precipitates  with  the  primary  digestion  products 
of  these  proteids. 

A  further  proof  that  the  precipitative  relationships  which  had  been 
shown  to  exist  were  not  due  to  the  formation  of  precipitins  for  peptone  was 
furnished  by  the  fact  that  the  antisera  of  Series  I  do  not  precipitate  our  con- 
trols of  plain  peptone  broth,  or  even  1  per  cent,  peptone  solutions.  Never- 
theless, to  remove  all  possibility  of  error,  all  subsequent  rabbits  "in  this 
series  of  studies"  were  inoculated  with  emulsions  of  agar  cultures,  and  not 
with  peptone- broth  cultures. 

*  Possibly  this  is  accounted  for  by  the  fflobulite  reaction  of  Buchner  and  Geret. 
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SERIES  XI. 

The  tests  with  the  antisera  of  animals  of  the  first  series  adapted 
to  the  three  species  above  mentioned  were  preliminary.  Those 
made  with  the  sera  of  the  rabbits  of  Series  II,  adapted  to  the 
same  species,  are  now  given,  so  far  as  possible  in  tabulated  form, 
for  brevity  of  presentation.  The  rabbits  of  this  series,  as  well  as 
all  subsequent  animals,  were  adapted  by  inoculations  of  salt  emul- 
sions of  agar  cultures,  grown  for  twenty-four  hours  at  37°  C.  The 
early  inoculations  were  made  with  heated  and  the  later  with  living 

cultures. 

Antityphoid  Rabbit  Sercm. 

Rabbit  IV  received  several  inoculations.*  Agglutination  limit  of  its  serum 
was  found  to  be  1-1,000  for  B.  typh.  ''Coll."    No  action  on  B.  No.  1  or  B.  coli. 

TABLE  rv. 
The  Precipitating  Action  op  the  Antityphoid  Sebum  upon  its  Corresponding  Fil- 
trate AND  UPON   THE  FILTRATES   OF    B.  No.  1  AND  B.  COLI  AND  OF  VARIOUS  OtHER 

Species  of  the  Colon-Typhoid  Group. 


Typh.  fil.  (Coll.): t 

Antityp.  serum 

0..')  C.C. 

0.1  c.c. 

At2hrs.at37C.': 

At  7  hrs.:  pre- 

At 19  hrs. :  scanty 

cloudiness. 

cipitation  has 
settled  out. 

precipitum. 

0.5 

o.r) 

Fine  flocculent 

At  7  hrs. :  pre- 

Moderate amount 

precipitate. 

cipitation  has 
settled  out. 

of  precipitate. 

B.No.im.: 

0.5  c.c. 

0.1 

Negative. 

Negative. 

Negative. 

0.5 

0.25 

Ncflrative. 

Negative. 

Distinct  flocculent 
precipitate. 

B.coli£U.: 

0.5  C.C. 

0.1 

Negative. 

Negative. 

Small  flocculi. 

0.5 

0.25 

Neffative. 

Negative. 

Precipitum. 

B.  icteroidesfi].:t 

0.5  C.C. 

0.25 

At  19  hrs. :  nega- 
tive. 

At  43  hrs. :  slight  cloudiness? 

B.  psittacosis  fil. : 

0.5  c.c. 

0.1 

Slight  precipi- 
tum. 

0.5 

0.25 

Abundant  pre- 
cipitum. 

B.  typhi  muriuin  fil. : 

0.5  c.c. 

0.1 

At  2  hrs.:  nega- 
tive. 

At  19  hrs.:  small  flocculi. 

0.5 

0.25 

Slight  cloudi- 
ness. 

At  19 hrs.:  small  precipitate. 

B.  dysen.  Kruse  fll.fi 
B.dyscn.  Flezner  fil.: 

0.5  c.c. 

0.25 

Small  precipitate. 

B.  enteritidiii : 

0.5  c.c. 

O.l 

At  2  hrs.:  nega- 
tive. 

At  7  hrs. :  nega- 
tive. 

At  19 hrs.:  negative. 

0.5 

0.25 

.\t2  hrs.:  nega- 
tive. 

At  7  hrs. :  nega- 
tive. 

Small  flocculi. 

*  Babbit  IV  developed  snnflles  during  adaptation. 

fThe  typhoid,  colon,  and  B.  No.  1  flltrates  in  these  and  the  subsequent  tests  were 
obtained  from  meat-extract  broth  cultures  grown  at  37  C.  for  ninety-seven  days. 

^The  following  broth  filtrates  of  same  length  of  incubation  at  37"  C  were  also  tested. 

§  We  are  indebt4>d  to  Professor  Flexner  for  the?p  cultures,  which  do  not  ferment  man- 
nite,  and  therefore  belong  to  the  true  Shiga  type,  incorrectly  called  '^alkaline*'  type  of  B, 
dysenteriae. 
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A  staphylococcus  dltrate  gave  no  precipitate  after  forty-three  hours. 

It  has  been  shown  that,  although  the  agglutinating  and  precipitating 
action  of  the  antityphoid  serum  was  considerably  weaker  than  that  of  the 
typhoid  antiserum  of  the  first  series,  nevertheless  the  serum  precipitated  the 
filtrates  of  all  the  colon -typhoid  group  tested,  the  negative  result  obtained 
with  the  filtrate  B.  icteroides  being  most  probably  due  to  the  scanty  growth 
of  the  bacillus  in  the  broth  from  which  the  filtrate  was  obtained. 

Aj*ti-B.  No.  1  Serum. 

Rabbit  V  between  March  19  and  April  2, 1902,  received  five  agar  cultures; 
bled  April  18.  The  following  microscopic  agglutination  tests  were  made  with 
the  serum  upon  B.  No.  1: 

1-20,000:  nearly  complete  in  ^4  hr.;  complete  in  8  hrs.  at  37"  C;  and  1-40,000, 
complete  at  6  hrs. 

The  serum  tested  upon  the  typhoid  bacillus  gave  the  following  reaction : 

1-100:  at  \4  hr.  reaction  begins,  large  clumps,  but  fluid  still  cloudy. 
1-1,000:  at  3^  hrs.,  large  clumps;  tube  is  nearly  clear. 

1-10,000:  negative  at  3^2  hrs.;  at  5  hrs.,  small  clumps.    At  5  hrs.  none  of  the 
tubes  are,  however,  perfectly  clear. 

TABLE  V. 

Thb  Precipitatino  Action  op  the  Anti-B.  No.  1  Serum  upon  its  CoRRBapONDiKO  Fil- 
trate AND  UPON  TKE    FiLTRATEH   OF    B.  TTPHOSUH,   B.  COLI,  AND  OF  VARIOUS  OTH^B 

Species  of  the  Colon -Typhoid  Group. 


B.  No.  1  filtrate: 
0.5  c.c. 
0.5 

B.  typh.  filtrate: 
0.5  c.c. 

0.5 

B.  colon  filtrate: 
0.5  c.c. 
0.5 

B.  psittacosis: 
0.5  c.c. 
0.5 

B.  typhi  murium: 
0.5  c.c. 
0.5 

B.  enteritidis: 
0.5  c.c. 
0.5 

B.  icteroides: 
0.5  c.c. 
0.5 

B.  dyspnteriap— 
Flexner  and  Kruse: 
0.5  c.c. 
0.5 

Staphylococcus  filtrate: 


Anti-B.  No.  1  serum : 
0.10  c.c. 
0.25 


0.10 
0.25 


0.10 
0.25 


0.10 
0.25 


0.10 
0.25 


025 
0.10 


0  25 
0.25 


0.25 
0.1 


Instant  cloudiness. 

Instant  cloudiness;  precipitum  at  room 
temperature  forms  in  Iohs  than  4  hr. 

Instant  cloudiness;  at  I't  hrs.,  fine  pre- 
cipitum. 

Instant  cloudiness;  at  l^t  hrs.,  fine  precipi- 
tum ;  at  6  hrs.,  flocculent  precipitum. 

After  several  hours,  cloudiness. 
At  Vt  hrs..  cloudiness;  at  tt  hrs.,  a  finely 
flocculont  precipitate. 

Immediate  cloudiness;  reaction  in  both 
tubes  complete  at  6  hrs. 


Ah  abovo. 


Cloudiness  at  I'i  hrs. :  precipitate  at  6  hrs. 
Cloudiness  at  I's  hrs. ;    none  at  6  hrs.,  but 
slight  prtHjipitate  at  18  hrs. 

Both  tubes  show  slight  precipitate  at  19  hrs. 


No  cloudiness  at  6  hrs. 

.Vt  19  hrs.,  .slight  flocculi  in  both  tubes. 

No  reaction  after  72  hrs. 
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In  the  hanging  drop,  the  following  reactions  were  obtained  with  the 
typhoid  bacillus: 

1-20:  complete  clumping  at  1  hr.;  also  at  24  hrs. 

1-200:  complete  reaction;  clumps  are  small,  but  slightly  motile.     No  free 

bacilli. 
1-20,000:  at  %  hr.  small  motile  clumps;  free  motile  bacilli. 

These  agglutinative  relationships  are  of  considerable  interest,  especially 
in  connection  with  those  we  have  demonstrated  to  exist  in  the  case  of  the 
precipitins.* 

The  onset  of  reaction  and  amount  of  precipitum  developed  in 
the  filtrates  of  B.  psittacosis, f  and  typhi  murium  and  the  homolo- 
gous B.  No.  1  filtrate  were  similar,  the  typhoid  filtrate  perhaps 
giving  a  less  copious  precipitum.  With  B.  enteritidis  the 
reaction  was  less  marked,  although  the  addition  of  0.25  c.c.  of 
serum  to  0.5  c.c.  of  filtrate  gave  rise  to  a  copious  precipitum  at 
six  hours.  The  filtrates  of  the  dysentery  bacilli  gave  a  flocculent 
precipitate  at  nineteen  hours  with  0.1  c.c.  and  0.25  c.c.  of  serum. 
It  has  thus  been  demonstrated  with  anti-B.  No.  1  that  a  serum 
adapted  to  one  species  of  the  colon-typhoid  group  precipitates,  in 
dilutions  of  1-6,  the  filtrates  of  many  different  species  of  this 
group. 

^Castellani  and  Durham,  Theobald  Smith,  H.  Bruns  and  H.  Kayser^ij^  and  many  others, 
have  recorded  numerous  examples  of  a^rglatinative  affinities  between  the  members  of  the 
oolon-typhoid  group.  Carl  SternberK  has  shown  that  antityphoid  serum  may  agglutinate, 
in  dilutions  of  1-5,000,  several  examples  of  so-called  paratyphoid  bacilli  obtained  from 
potable  waters.  The  interreactions  described  above  between  the  typhoid  bacillus  and  the 
anti-B.  No.  1  serum  do  not  always  occur,  as  shown  later  on.  No  antityphoid  rabbit  serum 
has  been  obtained  which  agglutinated  the  B.  No.  1.  except  in  1-10  dilutions,  although  such 
sera  frequently  gave  rise  to  more  copious  precipitates  in  the  B.  No.  1  filtrates  than  did  some 
of  the  weaker  anti-B.  No.  1  sera,  especially  when  tested  in  dilutions  of  1-10  or  1-5.  This 
statement  does  not  apply  to  the  reactions  obtained  with  higher  dilutions  of  serum,  the 
homologous  serum  always  precipitating  its  corresponding  filtrate  in  higher  dilution  than 
does  the  heterologous  serum. 

fThe  B.  psittacosis  and  B.  typhi  murium,  both  obtained  from  Kr&l,  cannot  be  differ- 
entiated from  our  B.  No.  1  by  cultural  tests.  In  fact,  the  B.  psittacosis  is  agglutinated  and 
its  filtrate  precipitated  by  the  anti-B.  No.  1  serum  quite  as  effectively  as  the  homologous 
bacillus,  in  some  tests  even  more  so.  The  B.  typhi  murium,  however,  does  not  agglutinate 
in  such  high  dilutions  or  furnish  quite  as  copious  precipitates  as  does  the  B.  No.  1.  Never- 
theless, as  detailed  later  on,  this  was  determined  only  by  a  careful  estimate  of  the  maximal 
serum  dilutions  which  determine  precipitation.  Whether  an  animal  immunized  against  B. 
No.  1  is  also  protected  against  these  two  bacilli  of  the  intermediate  group  was  not  deter- 
mined, although  it  seems  most  probable.  The  B.  enteritidis  is  not  agglutinated  by  the 
anti-B.  No.  1  serum  at  all;  by  the  antityphoid  sera  often  in  dilutions  of  1-100  and  1-200. 
(Durham  has  made  similar  observations  upon  the  action  of  antityphoid  serum  on  B. 
enteritidis.) 
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Anticoli  Serum. 

Rabbit  VI,  between  March  1  and  April  2, 1902,  received  seven  agar  cul- 
tures; bled  April  7. 

TABLE  V. 

The  Precipitating  Action  of  the  Anticoli  Sebum  upon  its  Coerbspondino  Filtrate 
AND  upon  the  Filtrates  of  B.  No.  1  and  B.  typhosus,  and  of  Various  other  Species 
OF  the  Colon-Typhoid  Group. 


Colon  fll. : 

Anticoli  s©r. : 

0.5  c.c. 

0.1  C.C. 

Immediate 
cloudiness ; 
at  1  hr.,  floc- 
culi. 

At  5»4  hrs., 
flocculi  still 
floating. 

At  19  hrs.,  complete. 

0.5 

0.25 

Immediate 
cloudiness; 
at  1  hr.,  floc- 
culi. 

Reaction  com- 
plete. 

B.  typhi  murium 
fll.: 

0.5  c.c. 

0.10 

At  1  hr.,  nega- 

A 54  hrs.. 

At  19  hrs.,  moderate 

0.5 

0.25 

tive. 

cloudiness? 

flooculent  preci  pi- 
turn  in  both  tubes. 

B.  No.  1  ftl. : 
0.5C.C. 

0.10 

Cloudiness? 

Slight  cloudi- 

In 0.1  cc,  flooculent 

0.5 

0.25 

ness  in  0.25C.C. 

precipitum  less 
abundant  than  ho- 
mologous tube. 

B.  psittacosis  fll. : 

0.5C.C. 

0.10 

Cloudiness? 

Marked  cloudi- 

In 0.1  cc,  cloudiness ; 
0.25  cc,  marked 

0.5 

0.25 

ness. 

cloudiness. 

B.  typhoid  fll. : 

0.5c.c. 

0.10 

Cloudiness? 

Marked  cloudi- 

Both tubes  show 

0.5 

0.25 

ness. 

moderate    amount 

B.  enteritidis  fll. : 

0.5  c.c. 

0.10 

NeKative. 

Slight  cloudi- 

Both  tubes  show 

0.5 

0.25 

ness  in  both. 

moderate  amount 
of  precipitum. 

B.  icteroidps  fll. : 

0.5  c.c. 

0.10 

At  1  hr.,  nega- 

At 54  hrs., 

At  19  hrs.,  negative. 

0.5 

0.25 

tive. 

negative. 

B.  dysrnteriae  fll., 

Kruse  and  Fiex- 

ner: 

0.5  c.c. 

0.10 

At  1  hr.,  nega- 

At 54  hrs.. 

Very  slight  reaction 

0.5 

0.25 

tive. 

negative. 

in  both  tubes. 

Staphylococcus  fll. : 

0.5C.C. 

0.10 

At  1  hr.,  nega- 

At 54  hrs., 

In  025  cc   tube,  a 

0.5 

0.25 

tive. 

negative. 

slight  precipitate 
on  sides. 

The  anticoli  serum  thus  causes  precipitation,  not  only  in  the 
filtrates  of  bacilli  belonging  to  the  intermediate  group,  but  also 
in  the  filtrates  of- the  dysentery  bacillus. 

The  anticoli  serum  thus  precipitated  the  filtrates  of  various 
and  distinct  si)ecies  of  the  intermediate  and  dysentery  groups, 
except  that  of  B.  icteroides  in  dilutions  of  1-5.  Upon  the 
staphylococcus  filtrate  it  has  no  action. 
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Summary  op  Sebibb  II. 

The  results  of  the  tests  of  Series  II  may  be  summarized 
briefly.  The  sera  of  three  rabbits,  immunized  respectively  to  B. 
typhosus,  the  intermediate  B.  No.  1,  and  B.  coli,  precipitated  in 
dilutions  of  1-3  and  also  1-6,  not  only  their  homologous,  but  also 
a  large  number  of  the  filtrates  of  heterologous,  species  belonging 
to  the  same  so-called  colon-typhoid  group.  Precipitative  relation- 
ships between  the  species  of  the  same  group  are  thus  indicated. 

SEBIES   III. 

In  order  to  confirm  the  observations  made  with  the  antisera  of 
the  rabbits  of  Series  I  and  II,  and  also  to  enable  us  to  widen  the 
scope  of  our  investigations,  a  third  set  of  rabbits  was  adapted 
to  the  species  of  the  colon-typhoid  group,  namely,  B.  No.  1,  B. 
typhosus,  and  B.  coli. 

AivTi-B.  No.  1  Sebum. 

Rabbit  VII  received  six  agar  cultures,  between  April  4  to  May  26, 1902; 
bled  June  1.  Agglutinating  value:  1-5,000  to  1-10,000.  No  agglutinating 
action  upon  the  typhoid  or  colon  bacillus. 

TABLE  VI. 
Thb  PusciPiTATiNa  Action  of  ths  Anti-B.  No.  1  Skbum  upon  its  Cobrbspondino 

FiLTBATK  AND  UPON  THB  FILTRATES  OF  B.  TYPHOSUS  AND  B.  COLI. 


B. 

No.  1  filtrate: 
0.5C.C. 
0.5 

Anti-B.  No.  1  se  ram : 
0.25  C.C. 
0.10 

At  H  hr.,  slight  cloudiness;  at  4  hrs.,  fine 
precipitation ;  at  10  hrs.,  copioos  precipi- 
tation in  both  tubes,  fluid  being  clear  and 
sterile. 

At  H  hrs.,  slight  cloudiness ;  at  4  hrs.,  not  as 
marked  as  in  homologous  filtrate;  at 
10  hrs.,  the  amount  of  precipitum  is  sim- 
ilar to  above  set. 

B. 

typh.  filtrate: 
0.5  c.c. 
0.5 

0.25 
0.10 

B. 

coli  filtrate 
0.5  CO. 
0.5 

0.25 
0.10 

No  reaction  at  4  hrs.;  very  slight  reaction  in 
both  tubes  at  24  hrs. ;  at  48  hrs.,  the  tube 
with  the  larger  amount  of  seram  contains 
a  copious  precipitum. 

Anti-B.  Typhoid  Serum. 

Rabbit  VIII  received,  from  April  10  to  June  12, 1902,  nine  twenty-four- 
hour  old  agar  cultures;  bled  June  17.  Agglutinating  value  between  1-5,000 
and  1-10,000.  No  agglutinating  reaction  upon  B.  No.  1  (1-10,  complete  in  four 
hours;  1-100,  negative). 
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TABLE  VII. 

Thb  Pbecipitattno  Action  of  the  Antityphoid  Serum  upon  its  Cobsesponding 
Filtrate  and  upon  the  Filtrates  op  B.  No.  1  and  B.  coli. 


Typhoid  filtrate : 
0.5  c.c. 
0.5 


B.  No.  1  filtrate: 
0  5  c.c. 
0.5 


B.  coli  filtrate : 
0.5  c.c. 
0.5 


Antityph.  serum: 
0.25  c.c. 
0.10 


0.25 
0.10 


0.25 
0.10 


Cloudiness  in  several  minntes  in  both 
tubes;  at  1  hr.,  small  floccuU;  at  4  hrs., 
copious  precipitum,  fluid  clear ;  at  29  hrs., 
amount  of  precipitnm  similar  in  both 
tubes. 

At  1  hr.,  opalescence  and  cloudiness;  at  4 
hrs.,  precipitation  not  quite  as  marked  as 
with  the  homolof^us  fUtrate;  at  29  hrs., 
the  two  sets  of  tubes  are  similar. 

Negative  at  i  hrs.;  at  19  hrs.,  large  flocculi 
in  the  0.25  c.c.  serum  tube.  In  theO.lOcc 
tube  scanty  precipitum  at  48  hrs.  The 
reaction  was  slower  and  much  less  copious 
than  with  the  other  filtrates. 


The  tests  with  fresh  anticoli  serum  could  not  be  made  owing 
to  the  death  of  the  rabbits  during  the  course  of  adaptation. 

The  tests  made  with  the  antisera  of  rabbits  of  Series  III  con- 
firm the  previous  observations  of  Series  I  and  II  in  regard  to  the 
precipitating  action  of  the  serum  of  a  rabbit  adapted  to  one 
species,  upon  the  filtrates  of  two  other  species  of  the  colon-typhoid 
group. 

BECOBD  OF  FUBTHEB  TESTS  MADE  WITH  THE  ANTISEBA  OF  SEBIES  II 
AND  III,  WITH  THE  SAME  AND  WITH  ADDITIONAL  FILTBATES, 

The  precipitating  action  of  the  antisera  of  the  rabbits  of  Series 
II  and  III  adapted  to  the  three  species  of  the  colon  group  upon 
filtrates  of  other  species  of  this  same  group  which  have  not  as 
yet  been  referred  to,  will  now  be  given,  for  brevity,  in  tabulated 
form,  the  sera  of  Series  II  having  been  kept  two  months ;  that  of 
Series  III,  several  weeks. 

Summary. 

Table  VIII  indicates  that  a  highly  active  antiserum,  "anti-B. 
No.  1,"  induces  precipitation  in  a  large  number  of  heterologous 
filtrates  (even  after  preservation  for  two  months  in  cold  storage). 
On  the  other  hand,  an  antiserum,  "antityphoid,"  originally  muck 
less  active  than  the  above  anti-B.  No.  1  serum,  as  indicated  by 
its  low  agglutination  value,  1-1,000,  possesses  only  a  slight  pre- 
cipitating action  upon  its  corres|X)nding  and  none  upon  heterolo- 
gous filtrates. 
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TABLE  VIII. 

The  PsEciPiTATiNa  Action  op  Anti-B.  No.  1  and  Anti-B.  typhosus  Sera  upon  their 
Corresponding  Filtrates  and  upon  the  Filtrates  of  Heteroloouus  Species 
OP  THE  Colon-Typhoid  Group. 

(Test  made  June  18, 1902.) 


FUtrate 


0.5  C.C. 
B.coli:  1/3-4  10. 1902. 
B.  typhosus:  1/ ;M/10/1902. 

B.  No.  1:  1/3-4/10/1902. 


B.   Schottmttller:* 

Stamm    Seemann :   4  11- 

6/6/1902. 

Stamm      Mailer :      4/11- 

6/6/1902. 
B.  Gwyn:  4/11-6/4/1902. 

B.  Cushing:  4/11-6/^/1902. 


/\nti-B.  No.  1  Serum.  Rabbit 
V,  Series  II.  Aeglutinatiofir 
Value,  1-20,000.  Bled  April  8, 
1902 


0.25  C.C. 

Negative  at  48  hrs. 

Cloudiuess  at  4  hrs.;  slight 
precipitum  at  18  hrs. ;  more 
marked  at  48  hrs. 

Cloudiness  at  1  hr. ;  slight  pre- 
cipitum at  4  hrs.;  abundant 
precipitum  at  18  hrs. 

Cloudiness  at  1  hr. ;  well-marked 
precipitum  at  4  hrs. 

Cloudiness  at  4  hrs. ;  slight  pre- 
cipitum at  48  hrs. 

Cloudiness  at  1  hr. ;  well-marked 
precipitum  at  4  hrs. 

Opalescence  at  4  hrs. ;  distinct 
precipitum  at  18  hrs. 


Antityphoid  Serum.  Rabbit 
IV,  Series  II.  Agglutinat- 
ing Value,  1-1,000.  Bled, 
April  2, 1902 


0.25  c.c. 
Negative  at  48  hrs. 
Negative  at  18  hrs.;  slight 
precipitum  at  48  hrs. 

Slight  precipitum  at  48  hrs. 


Negative  at  48  hrs. 
Negative  at  48  hrs. 
Negative  at  48  hrs. 
Negative  at  48  hrs. 


TABLE  IX. 
The  Prbcipitatino  Action  op  Anti-B.  No.  1,  Anti-B.  typhosus,  and  Anti-B.  coli  Sera 
UPON  Their  Corresponding  Filtrates  and  upon  the  Filtrates  of  Heterolo- 
gous Species  op  the  Colon-Typhoid  Group. 

(Test  made  June  21, 1902.) 


Filtrate 


Anti-B.  No.  1  Serum.  Rab- 
bit VIII,  Series  IlL  Ag- 
glutinating Value,  1-5- 
10,000.  Bled  June  1,1902 


Antityphoid  Serum. 
Rabbit  VII.  Series 
III.  Agglutinating 
Value,  1-5-10,000. 
Bled  June  17, 1902 


Anticoli  Serum.  Rab- 
bit VI,  Series  IL 
No  Agglutinating 
Value.  Bled  AprQ 
7,1902 


0.5  c.c. 
B.  SchottmtUler: 
Seemann. 


Mflller. 

B.  Gwyn. 
B.  Cushing. 

B.  psittacosis. 


B.  typhi  murium. 
B.  icteroides. 


B.  enteritidis. 


0.1  c.c. 

At  4  hr..  cloudiness ;  at 
19  hrs.,  copious  pre- 
cipitum. 

Negative  at  4  hrs. :  slight 
cloudiness  and  pre- 
cipitum at  19  hrs. 

Slight  precipitum  at  19 
hrs. 

Cloudiness  at  4  hr. ; 
marked  precipitum  a*. 
4  hrs. ;  copious  precipi- 
tum at  18  hrs. 

Cloudiness  at  4  hr.; 
copious  precipitum  at 
4  hrs  ;  most  marked 
reaction  of  all. 

Same  as  above. 

Negative  at  4  hrs. :  small 
amount  of  precipitum 
at  19  hrs. 

Cloudiness  at  '4  hr. ; 
moderate  amount  of 
precipitum  at  4  hrs. 


0.1  c.c. 

At  Vt  hr..  cloudiness ; 

at  19  hrs.,  copious 

precipitum. 
Negative  at  4  hrs.; 

slight   precipitum 

at  19  hrs. 
Slight  precipitum  at 

19  hrs. 
Cloudiness  at  M  hr. ; 

marked  precipitum 

at  4  hrs.;  copious 

Erecipitum  at  18 
rs. 

Cloudiness  at  %  hr. : 
copious  precipi- 
tum at  4  hrs. 

Same  as  above. 

Negative  at  4  hrs.: 
at  19  hrs.,  small 
amount  of  precipi- 
tum. 

Moderate  amount  of 

Erecipitum  at  19 
rs. 


0.1  C.C 
Slight  precipitum  at 

Negative   at   4   hrs.; 

slight     precipitum 

at  19  hrs. 
Negative  at  48  hrs. 

Small  amount  of  pre- 
cipitum at  24  hrs. 


Same  as  above. 

Same  as  above. 
Negative  at  48  hrs. 


Slight  amount  of  pre- 
cipitum at  24  hrs. 


*Tbe  filtrates  of  SchottmtLller,  Gwyn,  and  Cushing  were  obtained  from  meat-infusion 
broth.    The  writer  is  personally  indebted  to  Dr.  Schottraflller  for  his  cultures. 
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The  filtrates  psittacosis,  tn>l^i  murium,  icteroides,  and  enteritidis, 
were  alkaline  to  litmus  paper,  and  were  obtained  from  Liebig*s  meat-extract 
peptone-salt  broth,  grown  for  three  months  at  37°  C.  and  then  passed  through 
Berkefeld  filters. 

Summary. 

Table  IX  demonstrates  the  fact  again  that  highly  active  anti- 
sera  adapted  to  one  species  precipitate  the  heterologous  filtrates 
of  various  species  belonging  to  the  same  group.  The  anticolon 
serum  which  had  been  kept  for  seventy-five  days  produced  no 
reaction,  or  only  slight  precipitates,  in  the  heterologous  filtrates. 
It  must  be  borne  in  mind  that,  even  when  fresh,  this  anticolon 
serum  did  not  produce  copious  precipitates  in  its  corresponding 
filtrate. 

The  Mailer,  Gwyn,  and  icteroides  filtrates  gave  the  scantiest 
reactions.  The  most  copious  precipitates  were  furnished  by  the 
Seemann,  psittacosis,  and  typhi  murium  filtrates,  which  reacted 
with  the  antityphoid  and  anti-B.  No.  1  sera  in  serum  dilutions 
of  1-6  as  copiously  as  did  the  antisera  in  their  corresponding 
filtrates.  The  onset  of  reaction,  cloudiness,  is  practically  instan- 
taneous in  the  corresponding  filtrates,  whereas  in  the  heterolo- 
gous filtrates  it  is  delayed  for  fifteen  to  twenty  minutes  or 
more. 

A  STUDY  OF  THE  PRECIPITATING  VALUE  OP  SERA  ADAPTED  TO  SPE- 
CIES OP  THE  COLON-TYPHOID  GROUP  FOR  THEIR  HOMOLOGOUS 
AND  HETEROLOGOUS  CULTURE-BROTH  FILTRATES.  A  DETER- 
MINATION OP  THE  MAXIMAL  LIMITS  OP  PRECIPITATION  OP  ANTI- 
SERA  FOR  THEIR  CORRESPONDING  AND  HETEROLOGOUS  FIL- 
TRATES. 

In  order  to  determine  the  limits  of  the  precipitating  action  of 
antisera  for  their  corresponding  and  heterologous  filtrates,  the 
following  series  of  tests  were  made,  at  first  in  serum  dilutions  of 
1-50  (5  c.c.  of  filtrate  and  0.1  c.c.  of  serum),  November  8,  1902: 
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table  X. 

The  Pbbcipitin  Rbactioms  Obtained  with  Anti-B.  No.  1,  and  Antityphoid  Sebum 
Dilutions  op  1-50,  in  thbib  CobbespondIng  Filteates  and  in  the  Filtbates  op 
Hetebolooous  Species  op  the  Colon-Ttphoid  Gboup. 


Filtrate 


B.  typh. 


5  CO. 


B.  No.  1. 

B.  coli. 

B.  typh.,  Pfeiffer. 

B.  dysenteriae : 
"Flexner." 
"  Kruse." 
"Seward." 

B.  Gushing. 

B.  Qwyn. 

B.  Schottmiaier: 
"  Seemann.". 


"Midler." 
B.  psittacosis. 

B.  typhi  mnrinm. 

B.  enteritidis. 
B.  icteroides. 

B.  suipestis. 


Anti-B.  No.  1  Serum.  Aggluti- 
nating Value,  1-10,000.  Bled 
Oct.  24 


0.1  c.c. 
Negative  up  to  24  hrs. 


Slight  cloudiness  at  ^  hr. ;  at 
2H  hrs..  much  cloudiness;  at 
22  hrs.,  heavy  precipitate. 

Negative  up  to  22  hrs.  and  later. 

Negative  at  4  and  24  hrs. 


Negative  up  to  4  and  24  hrs. 
Negative  up  to  4  and  24  hrs. 
Negative  up  to  4  and  24  hrs. 

Negative  at  2Vi  hrs. ;  at  22  hrs., 
moderate  amount  of  precipi- 
tate. 

Negative  up  to  22  hrs.;  at  48 
hrs.,  small  amount  of  precipi- 
tate. 

Negative  at  2  hrs.;  small 
amount  precipitum  at  22  hrs. ; 
at  48  hrs.,  considerable  pre- 
cipitum. 

Negative  at  22  hrs.;  perhaps 
slight  cloudiness  and  small 
amount  of  precipitate  at  48 
hrs. 

Slight  cloudiness  at  H  hr., 
which  has  increased  in 
amount  at  'iVt  hrs. ;  at  22  hrs., 
a  copious  precipitate. 

At  2%  hrs.,  very  slight  cloudi- 
ness; at  22  hrs.,  distinct  and 
moderate  amount  of  precipi- 
tate; more  at  48  hrs. 

Negative  at  48  hrs.  and  later. 

Negative  at  22  hrs.;  slight 
amount  of  precipitate  at  48 
hrs. 

Negative  at  48  hrs.  and  later. 


Agg] 

tinating  Value,    1-20,000. 
Bled  Oct.  24 


0.1  C.C. 

At  hi  hr..  slight  cloudiness; 
at  2%  hrs.,  much  cloudi- 
ness; at  22  hrs.,  abundant 
precipitate. 

Negative  up  to  4  and  24  hrs. 


Negative  up  to  22  hrs. ;  at  48 
hrs.}  a  faint  cloudiness. 

Identical  reaction  to  that 
given  by  the  typhoid  fil- 
trate above. 

At  22  hrs.,  slight  cloudiness. 
At  22  hrs.,  slight  cloudiness. 
At  22  hrs.,  slight  cloudiness. 

No  precipitate  develops. 
Negative  at   2^  hrs.,  at  48 

hrs.,  and  later. 

Negative  up  to  4  and  24  hrs.* 


Negative  at  22  hrs.  and  later. 


Negative  at  48  hrs. 


At  2H  hrs.,  slight  cloudiness : 
at  22  hrs.,  cloudiness  and 
small  amount  of  precipi- 
tate, which  at  48  hrs.  has 
increased. 

Negative  at  48  hrs.  and  later. 


Slight  cloudiness  at  22  hrs. ; 

no  precipitate  develops. 
Negative  at  22  hrs. ;  at  48  hrs. 

Negative  at  48  hrs. 


*  Addition  of  0.1  c.c.  of  both  sera  together  gave  copious  precipitate  at  twenty-twu  hours. 
All  filtrates  strongly  alkaline  to  litmus  paper. 

Summary. 

The  table  indicates  that  the  sera  of  rabbits  adapted  to  one 
species  of  the  colon-typhoid  group  precipitates  in  dilutions  of 
1-50,  the  filtrate  of  many,  but  not  all,  of  the  species  in  this 
group. 
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Determination  op  the  Maximal  Precipitation  Limits  op  the  Anti-B. 
No.  1  Serum  for  its  Homologous  Bacillus. 

In  order  to  determine  the  precipitation  limits  of  the  anti-B. 

No.  1  serum  more  accurately  than  was  indicated  by  the  above 

table,  the  following  tests  were  made: 

To  each  tube  was  added  0.9  c.c.  of  filtrate  and  0.1  c.c.  of  serum,  or  its  dilu- 
tions in  sterile  0.85  per  cent,  saline  solution. 

TABLE  XI. 
Anti-B.  No.  1  Sesum;  Agglutination  Lxkit,  1-10,000. 


B.  No.l  filtrate: 

B.  No.  1  serum : 

9. 10  C.C. 

1  20  c.c. 

Cloudiness  marked  at  1  br. 

9  10 

1  40 

Faint  cloudiness  at  1  hr. 

9  10 

1  60 

Faint  cloudiness  at  1  hr. 

9  10 

1  80 

Faint  cloudiness  at  1  hr. 

9  10 

1  100 

Negative  at  1  hr. ;  negative  at  48  hrs. 

9  10 

1.120 

Negative  at  1  hr. 

9  10 

1  150 

Negative  at  1  hr. 

At  ao  hrs.,  1/100  C.C.,  a  very  faint  reaction ; 
1,150  c.c,  reaction  is  possiblv  present:  at 
48   hrs.,   a   distinct    small    nocculus   had 
formed.    Reaction  thus  occurred  at  1-1,500. 

The  limit  of  the  precipitating  action  of  the  anti-B.  No.  1  serum  for  the 
homologous  filtrate  was  thus  shown  to  be  1-150.  By  a  similar  method  the 
limits  of  the  action  of  the  serum  upon  the  following  filtrates  of  broth  cultures 
of  approximately  similar  lengths  of  incubation  were  found:* 

B.  psittacosis,  1-150. 

B.  typhi  murium,  1-120. 

B.  Schottmaller  (Seemann),  and  B.  Gushing,  1-80. 

B.  Gwyn,  1-40. 

B.  enteritidis,  1-50. 

The  serum  did  not  precipitate  in  a  dilution  of  1-50,  the  filtrates  B.  typho- 
sus, B.  coli,  B.  dysenteriae,  '^Plexner,"  "Kruse,"  and  "New  Haven"  (non- 
mannite  fractors)  or  B.  icteroides.  The  B.  SchottmQller  (MoUer)  gave  a  ques- 
tionable reaction  with  the  above  serum  dilution. 

Determination  op  the  Maximal  Limits  op  the  Anti-B.  Typhoid  Serum 
poR  ITS  Homologous  Bacillus. 
Antityphoid  Serum. 
Agglutination  limit,  1-20,000. 

The  serum  was  tested  as  was  the  anti-B.  No.  1  serum,  as  above  described. 
The  precipitation  limit  for  the  homologous  typhoid  filtrate  was  found  to  be 
1-150;  for  the  psittacosis,  1-140;  the  filtrates  of  three  dysentery  races  and 

*Two  factors,  it  may  here  be  stated,  were  always  taken  into  account  in  determininK  the 
precipitating  value  of  an  antibacterial  serum:  the  degree  of  adaptation  of  the  animal  to 
the  bacterial  species,  and  the  age  and  abundance  of  the  growth  of  the  broth  culture  from 
which  the  filtrate  has  been  obtained.  In  the  series  of  tests  which  were  made  to  determine 
the  limits  of  the  precipitating  action  of  the  antisera  upon  their  corresponding  and  heter- 
ologous filtrates,  the  various  filtrates  were  accordingly  obtained  from  broth  cultures  of 
approximately  the  same  age. 
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B.  oDteritidis,  1-50  (slight  cloudiness),  no  reaction  in  the  other  filtrates  being 
obtained  with  a  serum  dilution  of  1-50. 

The  Precipitin  Reactions  Obtained  with  a  Fresh  Anticoli  Serum. 

Anticoli  Sesdm. 

Agglutination  limit,  1-250. 

Owing  to  unavoidable  circumstances,  no  anticoli  rabbit  serum  was  at 
hand  at  the  time  the  above  tests  were  made.  A  rabbit  which  had  received 
eight  and  a  half  agar  cultures  during  a  period  of  fifty-one  days,  however, 
furnished  a  serum  of  high  precipitative  powers.  The  serum  agglutinated* 
the  homologous  colon  bacillus  completely  in  a  dilution  of  1-250  in  seven  hours. 
Another  colon  bacillus  of  the  same  type  (non -saccharose  splitter)  agglutinated 
only  in  a  dilution  of  1-100.  The  B.  typhosus  "  Coll."  and  the  intermediates 
were  not  agglutinated  in  dilutions  above  1-10  and  1-50,  respectively. 

Determination  op  the  Maximal  Precipitation  Limits  of  the  Anticoli 
Serum  for  its  Homologous  Filtrate. 

The  following  tests  were  made  to  determine  the  precipitating 

limit,  that  is,  the  maximal  dilution,  at  which  a  reaction  is  obtained 

by  the  anticoli  serum  in  its  homologous  filtrate: 

Each  tube  contained  5  c.c.  of  filtrate,  and  to  each  was  added  1/10  c.c.  of 

the  diluted  serum. 

TABLE  XII. 


Filtrate 

Anticoli 
Serum 

2Hrs. 

6Hrs. 

24Hrs. 

72  Hrs. 

5c.c. 
5 
5 
5 

1/25  c.c. 
1/50 
1  100 
1/250 

Negative. 
Negative. 
Negative. 
Negative. 

Very 

slight. 
Negative. 

Negative. 

Negative. 

Clear  fluid  with 

slight  precipitate. 
Negative. 

Negative. 

Negative. 

Fairly  abundant  pre- 
cipitate. 

Clear,  sterile  fluid ; 
slight  precipitate. 

Clearfluid;slight,but 
typical  precipitate. 

Negative. 

The  maximal  dilution  at  which  a  reaction  is  obtained  was  thus  found  to 
be  about  1-500. 

The  Precipitin  Reactions  Obtained  with  Anticoli  Serum  Dilutions  of 
1-50  in  its  Corresponding  Filtrate  and  in  the  Filtrates  op  Heter- 
ologous Species  op  the  Colon-Typhoid  Group. 

The  anticoli  serum  was  next  tested  upon  the  following  filtrates : 

Each  tube  contained  5  c.c.  of  filtrate  and  1/10  c.c.  of  the  serum.  Tests 
were  made  at  37°  C. 

♦  The  low  agglutinative  value  of  the  «!erum  for  the  B.  coli  the  writer  does  not  believe 
can  be  ascribed  to  the  recent  isolation  of  the  bacillus  from  the  cadaver,  for  it  had  been  cul- 
tivated for  a  year,  about  twelve  generations:  and,  furthermore,  a  stock  colon  bacillus  was 
likewise  agglutinated  by  the  serum  only  in  low  dilutions.  It  is  a  well-known  fact  that 
freshly  isolated  cultures  which  themselves  are  more  or  less  inagglutinable  do  give  rise  to 
abundant  production  of  immune  bodies  in  animals.  The  ixtagglutinability  of  typhoid  and 
pyocyaneus  cultures  of  recent  isolation  has  been  described  in  Eisenbebo's  interesting 
article,  to  whichthe  reader  is  referred.^ 
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table  xiii. 


Filtrate  5  c.c. 

3  Hrs. 

6  Hrs. 

84  Hrs. 

12  Hrs. 

2i  Hrs. 

B.  Schottmflller: 

SUmm  Mailer 

Negative. 

Negative. 

Negative. 

Negative. 

Negative. 

Stamm  Seemann 

Neirative. 

Negative. 

Negative. 

Negative. 

Negative. 

B.  enteritidis 

Very  slight 
cloudiness. 

Slight. 

Slight. 

Slight  cloudiness; 
no  precipitate. 

B.  psittacosis 

Negative. 

Negative. 

Negative. 

Slight. 

Considerable  pre- 
cipitnm;  fluid 
clear. 

B.  icteroides 

Very  slight 
cloudiness. 

Slight. 

Slight. 

Considerable  pre- 
cipitum;  fluid 
clear. 

B.  typhi  marium 

Negative. 

Negative. 

Negative. 

Negative. 

Slight  precipitom 

B.  typhi 

Negative. 

Negative. 

Slight. 

Slight. 

Slight  precipitnm 

B.  No.  1 

Negative. 

Negative. 

NegaUve. 

Negative. 

Slight  precipitnm 

B.  dysenteriae: 

"Flexner" 

Very  slight 

Very  slight 

Slight  precipi- 

cloudinessf 

cloudiness. 

tnm  :  fluid 
nearly  clear. 

"  Kruse  " 

Very  slight 

Slight. 

Cloudiness. 

Slight  precipi- 
tate: fluid  clear. 
Considerable  pre- 

cloudiness. 

quite  marked 
Slight. 

"Flexner" 

Very  slight 

Slight. 

(New  Haven) 

cloudiness. 

cipitate. 

B.  Gwyn 

Negative. 

Negative. 

Negative. 

Negative. 

B.  Cushinir 

Negative. 

Negative. 

Negative. 

Considerable  pre- 
cipitate: fluid 
clear. 

B.  proteus* 

Negative. 

Negative. 

Negative. 

Negative. 

Sp.  Metchnikovi 

Negative. 

Negative. 

Negative. 

Negative. 

Sp.  cholerae 

Negative. 

Negative. 

Negative. 

Negative:  pre- 
cipitated 

Staphylococcus 

Negative. 

Negative. 

Negative. 

Negative. 

pyofrenes  aureus 

B.  coli  (homologous)  clouding  within  fifteen  minutes;  at  six  hours,  slight 
precipitation  and  marked  clouding. 

The  filtrates  of  the  three  dysentery  races  have  nearly  as  copious  precipita 
at  twenty-four  hours  as  the  colon.  At  seventy-two  hours  precipita  have 
increased  in  amount,  in  B.  No.  1,  Seemann,  typhoid,  icteroides,  psittacosis 
(copious),  typhi  murium,  enteritidis,  and  MOller  (very  slight);  Gushing,  quite 
copious;  Gwyn,  less  so;  staphylococcus,  Sp.  Metchnikovi,  and  B.  proteus, 
filtrates  absolutely  negative. 

The  anticoli  serum,  we  have  already  shown,  gives  a  reaction  in  the  colon 
filtrate  in  a  dilution  of  1-500.  In  a  dilution  of  1-50  the  serum  precipitates 
the  filtrates  of  B.  enteritidis,  psittacosis,  icteroides,  typhi  murium,  B.  typho- 
sus, B.  No.  1,  B.  dysenteriae,  Plexner,  Kruse,  and  New  Haven  (non-mannite 
fractors),  and  B.  Gushing,  after  twenty-four  hours  at  37°  G.,  B.  Gwyn  giving 
only  a  slight  reaction.  The  filtrates  of  other  bacterial  groups,  such  as  B. 
proteus,  B.  prodigiosus,  the  vibrios,  cholerae  and  Metchnikovi,  and  the 
staphylococcus,  are  not  acted  upon. 

•  Referred  to  later  on. 
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The  Precipitin  Reactions  Obtained  with  Anticoli  Sebum  Dilutions 
OP  1-10  IN  ITS  Corresponding  Filtrate  and  in  the  Filtrates  of 
Heterologous  Species  op  the  Colon-Typhoid  Group. 

Each  tube  contains  1  c.c.  of  filtrate  and  1/10  c.c.  of  anticoli  serum. 

TABLE  XIV. 


15-20  Minutes 


1*4  Hour 


18  Hours. 


72  Hours. 


Schottmaller : 

Seemann 
B.  enteritidis 

B.  typhi  murium 

B.  Gwyn 
B.  Cushin«r 
B.  psittacosis 
B.  No.  1 


B.  typhi  (collec- 
tion) 
B.  typhi  Pfeiffer 

B.  coH 


B.  icteroides 

B.  dysenteriae : 
"Flexner" 


"Kruse" 
"New  Haven'^ 

Sp.  Metchni-  - 

Kovi 
Sp.  cholerae 
Streptococcus 

pyogenes 

aureus 
B.  prodifciosus 


Negative. 
Cloudiness. 

Cloudiness. 

Cloudiness. 
Cloudiness. 
(Moudiness. 
Marked  cloudi- 


Marked  cloudi- 
ness. 
Cloudiness. 

Most  marked 
cloudiness  of 
all. 

Negative: 


Slight  cloudi- 
ness. 


Slight  cloudi- 
ness. 

Slight  cloudi- 
ness. 

Negative. 

Negative. 
Negative. 


Negative. 


Cloudiness. 

Marked  cloudi- 
ness. 

Marked  cloudi- 
ness. 

Cloudiness. 

Cloudiness. 

Cloudiness. 

Less  than  colon, 


Less  than  colon, 
Marked  cloudi- 


Negative. 

Marked  cloudi- 
ness, but  less 
than  B.  No.  1 
and  B.  typh. 
(col.). 

Flocculi. 

Flocculi. 

Negative. 

Negative. 
Negative. 

Negative. 


Like  typhoid,  but  a  little  less, 
Same  as  above. 

Heavy   precipitum,   like   B, 

No.  1. 
Less  than  enteritidis. 
Less  than  enteritidis. 
About  like  B.  No.  1. 
Like  colon  tube,  only  slightly 

less  in  bulk.   Next  to  colon 

tube. 
Like  B.  No.  1,  perhaps  less. 

Less  than  other  typhoid  fil 
trate. 

Marked  precipitum  on  sides, 
which  settles  out  on  agi- 
tating tube. 

Very  small  amount;  increased 
at  72  hrs. 

Flocculent  precipita. 


Negative. 

Negative. 
Negative. 


Negative. 


Negative. 

Negative, 
Negative. 


Negative. 


With  one  to  ten  anticoli  serum  dilutions,  after  eighteen  hours, 
little  difference  in  the  amount  of  precipitum  formed  is  made  out 
between  the  colon  and  typhoid,  B.  No.  1,  B.  enteritidis,  B.  typhi 
murium,  and  B.  psittacosis  filtrates.  The  onset  of  the  reaction 
with  colon  filtrate  is,  however,  immediate,  whereas  in  the  typhoid 
and  B.  No.  1  filtrates  the  cloudiness  reaction  appears  after  fifteen 
minutes.  At  seventy-two  hours  all  tubes  containing  filtrates  of 
the  colon-typhoid  group  contain  a  considerable  amount  of  pre- 
cipitum. The  icteroides  filtrate  contains  the  least;  but  this  is 
accounted  for  by  the  fact  that  the  growth  obtained  in  the  broth 
culture  which   furnished  the  filtrate  was  considerably  less  than 


Digitized  by 


488 


Chables  Nobris 


those  of  the  other  bacilli,  with  the  possible  exception  of  the  B. 
dysenteriae  "Flexner"  filtrate,  in  which  the  amount  of  precipitum 
was  also  small.* 

Summary  or  Tabulation  op  the  Maximal  Limits  of  Prbcipitation 
Obtained  with  the  Three  Fresh  Antisera. 

The  maximal  limits  of  precipitation  of  the  three  antisera  in 
the  various  filtrates,  so  far  as  determined,  are  represented  in  the 
following  table: 

TABLE  XV. 


Limit  of  Pre- 
cipitation 


B.  No.  1  filtrate 

B.  psittacosis  filtrate 

B.  typhi  murium  filtrate 

B.  ScnottmQller,  "  Seemann  "  filtrate ... 

B.  Cu.shinflT  filtrate 

B.  Gwyn  filtrate 

B.  enteritidisi  filtrate 

B.  typh.  filtrate 

B.  psittacosis  filtrate 

B.  dyseuteriae,  Flexuer,  Knise  and  New 
Haven  filtrate , 

B.  colon  filtrate  

B.  enteritidis  filtrate 

B.  psittacosis  filtrate 

B.  icteroidps  filtrate 

B.  typhi  murium  filtrate 

B.  typhoid  filtrate 

B.  No.  1  filtrate 

B.  CushiiiK  filtrate 

B.  dysenteriae,  three  races,  filtrate 


October  24: 
Anti-B.  No.  1  serum— aggluti- 
nation limit,  1-10,000 


October  24 : 
Antityphoid  serum  —  aggluti- 
nation limit,  1-20,000 


November  25 : 
Anti-colon  serum  —agglutina- 
tion limit,  1-250 


1-150 
1-150 
1-130-130 
1-  W 
1-  80-100 
1-  40 
1-  50 


1-130 
1-140 


30 


1-300 
1-  30 

1-.70 

1-  50 
1-  50 
1-50 
1-50 
1-  30 
1-30 


IV.  THE  PRECIPITATING  ACTION  OF  THE  SERA  OP  RABBITS 
ADAPTED  TO  VARIOUS  RACES  OP  THE  B.  DYSENTERIAE 
SHIGA,  AND  ALSO  TO  OTHER  SPECIES  OP  THE  SO-CALLED 
DYSENTERY  GROUP,  WHICH  PERMENT  MANNITE,  IN  THEIR 
RESPECTIVE  CULTURE  PILTRATES. 

The  tests  made  with  antidysenteric  rabbit  sera  are  now  to  be 
described,  for  although  the  B.  dysenteriae  doubtless  belongs  to 
the  colon-typhoid  group,  it  presents  many  points  of  contrast,  as 
regards  its  fermentative  and  pathogenic  characters,  to  the  species 

♦The  results  obtained  with  this  anticoli  serum  are  in  marked  contrast  to  those  recorded 
by  Krauh  in  the  Wiener  klinische  Wochenschrift  (1901,  14,  p.  693)  which  emphasize  the 
si>eciflcity  of  the  precipitating  action  of  the  serum  of  animals  adapted  to  various  races  of 
the  colon  bacillus. 
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heretofore  mentioned;  namely,  B.  typhosus,  B.  coli,  and  the  dex- 
trose splitters  of  the  intermediate  group.  The  three  races  of  B. 
dysenteriae  employed  for  the  production  of  antisera  and  filtrates 
were  a  B.  dysenteriae  (known  as  Flexner),  the  B.  dysenteriae, 
Kruse,  and  the  B.  dysenteriae,  New  Haven  (Duval).  Mannite  is 
not  fermented  by  these  races,  which  accordingly  belong  to  the 
Shiga  type  of  the  B.  dysenteriae.  Unfortunately,  only  a  few 
experiments  could  be  made  with  those  species  or  races  of  bacilli 
which  have  been  mistaken  for  the  B.  dysenteriae  Shiga;  namely, 
those  species  which  ferment  mannite  and  monosaccharids,  and 
those  which,  unlike  the  former  race,  ferment  in  addition  maltose, 
dextrin,  and  saccharose.  Both  these  races,  unlike  the  B.  dysen- 
teriae Shiga,  have  only  slight  pathogenicity  for  rabbits.* 

Difficulty  was  experienced  in  immunizing  rabbits  to  the  three 
races  of  the  B.  dysenteriae  Shiga  in  our  possession,  living  cultures 
being  pathogenic,  whereas  boiled  cultures  in  our  hands  conferred 
only  slight  protection,  and  the  serum  of  rabbits  adapted  to  boiled 
cultures  yielded  only  traces  of  agglutinating  and  precipitating 
substances.  A  precipitating  serum  was,  however,  obtained  finally 
in  a  rabbit  with  repeated  doses  of  living  cultures  of  B.  dysenteriae 
"New  Haven." 

AnTI DYSENTERY   RaBBIT   SeRUM. 

Rabbit  received  about  ten  agar  cultures  of  B.  dysenteriae  "  New  Haven," 
between  June  4  and  August  12, 1902.    Serum  collected  August  19. 
Agglutinating  value:  1-1,000. 

1-10:  distinct  agglutination  at  P4  hr.;  complete  at  4  hrs. 

1-100:    distinct  agglutination  at  ;U  hr.;    at  1^2   ^^'^-i  agglutination  farther 

advanced  than  the  dilution  tuoe  1-10:  complete  at  I  hrs. 
1-500:  at  IV^  hrs.,  indistinct  clumps;  at  4  hrs.,  settling,  heavy  deposit  at 

bottom;  complete  at  8  hrs. 
1-1,000:  slight  settling  at  1^4  hrs.;  at  4  hrs.,  like  1-500;  complete  at  8  hrs. 

No  reaction  in  higher  dilutions  at  8  hours. 

In  the  hanging  drop  with  a  dilution  of  1-100,  small  clumps  are  formed  at 
seven  hours.  With  a  dilution  of  1-200,  small  clumps  developed  at  one-half 
hour,  which  did  not  increase  in  size.  "The  serum  agglutinated  the  B.  dysen- 
teriae "  Kruse  "  in  a  dilution  of  1-500. 

The  filtrate  of  the  B.  dysenteriae  "  New  Haven "  was  obtained  from  a 
broth  culture  of  beef  extract,  grown  for  one  hundred  and  two  days  at  37°  C. 

*The  reader  is  referred  to  the  interesting  article  of  Hibk  upon  the  differential  fermen- 
tative peculiarities  of  the  various  species  which  have  been  thrown  temporarily  into  the  so" 
called  dysentery  group;  •"  also  Lentz."* 
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TABLE  XVI. 
The  Prbcipitatino  Action  op  the  Antidtsknteric  Sbrcm  upon  its  HoxoiiOoous 

Filtrates. 


Filtrate 
'New  Haven' 


1  c.c. 


Immediate  clouding,  and  precipitation  in  a  few  min- 
utes; complete  at  4  hrs. 

Immediate  reaction. 

Cloudiness  developend  after  1.5  min..  at  37**  C. ;  at  4  hrs., 
small  flocculi  on  sides  of  tube. 

No  reaction  at  10  hrs. ;  at  22  hrs.,  a  flooculent  precipi- 
turn. 


The  serum  thus  agglutinated  in  a  1-1,000  dilution  and  precipitated  in  a 
dilution  of  1-50,  which  represents  practically  its  maximal  limit  of  precipita- 
tion.* 

TABLE  XVII. 
The  Precipitating  Action  op  the  Antidysenteric  Serum  upon  its  Heterologous 

Filtrates. 

2.  dysenteric  serum: 


1  c.c.  colon  filtrate  +  1       c.c, 
\    ti        "  *♦        -4-14" 

1    "        "  "        _^.    1  10 " 


B.No.1    " 


+ 
+ 


110" 
14" 


-f    110** 


Immediate  cloudiness;  pre- 
cipitum  at  13^  hrs. 

Immediate  clouainess;  pre- 
cipitum  at  IJ^  hrs. 

No  instant  reaction;  faint 
cloudiness  at  1>4  hrs.; 
precipitum  at  4  hrs. 

Negative  after  72  hrs. 

Immediate  cloudiness;  at  4 
hrs.,  abundant  precipi- 
tum. 

Immediate  cloudiness;  at 
4  hrs.,  cloudiness  and 
slight  precipitum. 

Negative  at  72  hrs. 

1  filtrate.    A  prodigiosus 


5    "        "  "        +    110"  "  * 

The  typhoid  filtrate  reacted  like  the  B.  No. 
filtrate  was  tested,  with  negative  results. 

Summary. 
The  reactions  above  noted  are  not  quantitatively  as  marked  as 
that  obtained  with  the  homologous  filtrate.     The  antidysenteric 
serum  in  a  dilution  of  1-50  failed  to  precipitate  the  filtrates  of  colon, 

♦Through  the  kindness  of  Professor  Flexner,  we  were  able  to  test  the  precipitatinir 
action  of  the  sorum  of  a  horse  which  had  underf^nne  adaptation  for  four  months  with  the 
dysentery  bacillus  —  the  culture  *'  New  Haven  "  isolated  from  a  case  of  dysentery  in  an  epi- 


1  2  c.c.  1  10  and  1  4  c.c.  horse  serum. 
1  2  c.c.  1/ 10  and  1.  4  c.c.  horse  serum. 
1  2  c.c.    1  10  and  14  c.c.  horse  serum. 


-  the  culture  "  New  Haven ' 
demic  at  New  Haven. 

Filtrate  of  B.  dysenteriao  "Flexner," 
Filtrate  of  B.  dysenteriae  "  Kruse," 
Filtrate  of  B.  dysenteriao  "  New  Haven, '^ 
Tubes  kept  at  37^  C. 

No  reaction  at  six  hours,  but  after  twenty-four  hours  a  small  amount  of  floccalent  pre- 
cipitate had  developed.  The  serum  added  in  the  same  projwrtions  did  not  precipitate  the 
filtrates  of  any  of  the  colon-typhoid  srroup  in  our  possession.  The  low  atr^lntinatinfir  value« 
1-200,  by  microscopic  test,  of  the  horse  serum,  reasonably  accounts  for  the  failure  to  obtain 
precipitation  in  any  other  than  the  dysenteric  filtrates,  especially  as  it  has  been  noted  that 
the  typhoid,  colon,  and  our  intermediate  B.  No.  1  antisera  precipitated  dysenteric  filtrates. 
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typhoid,  and  B.  No.  1.  Thus  a  reaction  was  obtained  with  a  serum 
dilution  of  1-10,  but  not  in  1-50,  in  these  heterologous  filtrates. 
The  B.  dysenteriae  "New  Haven"  having  been  shown  to  pos- 
sess precipitative  relationships  for  the  B.  typhosus,  B.  colon,  and 
the  intermediate  B.  No.  1,  in  the  tests  to  be  described  the  pre- 
cipitative relationships  between  several  species  or  races  of  the 
dysentery  group  were  studied. 

The  Agolutinatino  and  Pbecipitatino  Action  of  the  Sera  of  Rabbits  Adapted  to 
Three  Spec'ieb  of  the  Dysentery  Group  upon  their  Corresponding  and  upon 
Heterologous  Filtrates. 

The  three  species  of  the  dysentery  group  are  classified  (Hiss) 
according  to  their  fermentation  reactions  in  the  following  manner: 
(1)  The  B.  Shiga  ferments  dextrose  and  other  monosaccharids ; 
but  not  mannit,  maltose,  dextrin,  or  saccharose.  (2)  The  B.  "Y" 
(Hiss)  ferments  monosaccharids  and  mannit,  but  not  maltose, 
dextrin  or  saccharose.  (3)  The  B.  "  Baltimore"  (same  type  as 
Plexner's  "Manila"  and  "Harris")  ferments  monosaccharids, 
mannit,  maltose,  dextrin,  and  saccharose. 

Two  dysentery  filtrates  were  employed — a  Kruse  filtrate  (90 
days  at  37°  C.)  and  a  B.  "Y"  (Hiss)  filtrate  (184  days  at  37°  C). 
Through  the  kindness  of  Dr.  Hiss,  three  antisera  were  placed  at 
the  writer's  disposal— a  "Shiga,"  a  B.  "Y"  (Hiss),  and  a  "Balti- 
more"'  antiserum.  The  "Shiga"  antiserum  and  the  "Kruse" 
filtrate  may  be  considered  homologous,  since  the  B.  Shiga  and 
the  B.  Kruse  are  non-mannit  factors  and  have  similar  aggluti- 
nating limits.  For  the  Baltimore  antiserum  no  homologous 
filtrate  was  at  hand. 

The  following  agglutination  tests  (Table  XVIII)  were  made  by 
Prof.  Hiss  with  the  three  antisera  of  rabbits  and  also  with  an  anti- 
typhoid serum*  (Macroscopic  method,  readings  at  twenty -four 
hours  at  37°  C). 

Summary. 

Agglutination  relationships  were  thus  found  to  exist  between 
the  mannit  splitters,  the  Baltimore  and  "Y"  cultures.  Since  the 
normal  agglutinins  of  rabbit  serum  occasionally  reach  1-100  for 
each  of  these  species,  an  agglutination  reaction  below  1-100  has 
no  significance. 

•  These  afTKlutination  results  wore  kindly  placed  at  the  writer's  disposal  for  the  sake  of 
completeness  of  the  experiments,  although  they  are  to  appear  later  in  an  article  by  Prof. 
Hiss  on  afff?luti nation  in  the  "  dysentery  "  ffroup. 
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TABLE  XVIII. 

AOOLUTINATION  TB8T8. 

(Tests  made  June  2S,  1903.) 


Shiga  serum,  bled  June  17: 


Shiga,  1-1,600-3,200. 

Baltimore,  1-400. 

"Y,"  100.         I  Only  a  little  above  nor- 

Typhoid,  100. )     mal  rabbit  serum. 

Shiga,  1-100. 
Baltimore,  1-3,200. 
"Y,"  rh400. 
Typhoid,  ±:  100. 

Shiga,  -100. 
Baltimore,  +1,600. 
**Y,"  6,400. 
Typhoid,  +100. 

Shiga,  -100. 
Baltimore,  +100-200. 
"Y,"+100. 
Typhoid,  +6,000. 

Precipitation  Tests. 

The  following  precipitin  reactions  were  made  with  the  four 
antisera  and  the  three  filtrates: 

TABLE  XIX. 


Baltimore  serum,  bled  May  20: 


**  Y"  serum,  bled  April  30: 


Typhoid  serum,  bled  April  and  May: 


Fil.  Kruae,  5.0  c.c. 
3.0  " 
."j-O  •' 
.1.0   " 

0.9   " 
0.9  " 


Fil. 


0.9 
0.9 


'Y,"  5.0  c.c. 

"       *'     5.0    '* 

"     5.0    " 
"       "     5.0    " 

"     0.9    " 

*'     0.9    " 

''     0.9    " 
"     0.9    " 

Fil.typh.,Pfeiffer,r).Oc.c. 

' 5.0  " 

* 5.0  " 

*'      .i  »        0.9  " 

*'      "  "        0.9  " 

"      "  "        0.9  " 

0.9  " 


0.1  c.c.  "  Y  "  serum.  I  Cloudy  at  6  hrs. ;  same  at  24  hrs. 
0.1    ''    Shiffa     '"  rioudy  at  6  hrs. ;  same  at  24  hrs. 

0.1    "    typh.      "        I  Negative  at  24  hrs.  and  48  hrs. 
0.1    "    Bait.      '*        I  Noirative  at  24  hrs.  and  48  hrs. 


0.1 
0.1 

0.1 
0.1 

0.1 

0.1 

0.1 
0.1 

0.1 

0.1 

0.1 
0.1 

0.1 
0.1 
0.1 

0.1 

0.1 

0.1 

0.1 

0.1 


"Y" 
Shiga 

Sat- 
"  Y  " 

Shiffa 

txph. 
Bttlt. 

"  Y  ' 

Shiga 

typh. 
Bait. 

..  Y  " 

Shiga 
typh. 

Bait. 

'*Y" 

Shiga 
typh. 

Bait. 


Cloudy  at  1  hr. ;  small  precipitum  at  24  hrs. 
I  Cloudy  at  40  min. ;  small  precipitum  at  24 

hrs. 
I  Negative  at  24  hrs.  and  later. 

Negative  at  24  hrs.  and  later. 

Cloudini7  in  40  min. ;  at  6  hrs.,  cloudy :  slight 
precipitum  at  24  hrs. 
I  Clouding   in  40  min.7    at  6  hrs.,   cloudy; 
i      slight  precipitum  at  24  hrs.     . 
'  Negative  at  24  hrs. 

Negative  at  24  hrs. 

Almost  immediate  clouding,  more  at  40 
min. ;  at  2i  iirs.,  small  precipitate. 

Cloudiness  at  40  min. ;  at  22  hrs.,  small  pre- 
cipitate. 

Negative  at  24  hrs. 

Negative  at  24  hrs. 

Negative  at  24  hrs.  and  later. 
Negative  at  24  hrs.  and  later. 
At  6  hrs.,  cloudiness;  at  24  hrc,  smaU  pre- 
cipitate. 
Negative  at  24  hrs. 

At  45  min.,  negative;  at  6  hrs.,  negative;  at 
24  hrs.,  very  small  amount  ? 

At  45  min.,  negative;  at  6  hrs.,  negative;  at 
24  hrs..  small  amount. 

At  45  min.,  negative:  at  6  hrs.,  small  pre- 
cipitate; at  24  hrs.,  small  flocculent 
deiKJsit. 

Negative  at  45  min.,  at  6  hrs.,  ana  at  24  hrs. 
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The  "Knise"  filtrate  is  precipitated  by  the  homologous  Shiga 
and  "Y"  serum,  but  not  by  the  Baltimore  or  typhoid  serum. 
(The  typhoid  serum  was  of  low  value.) 

The  "Y"  filtrate  is  precipitated  by  ''Y"  and  Shiga,  but  not  by 
the  Baltimore  and  typhoid  antisera. 

The  typhoid  filtrate  is  precipitated  only  by  its  corresponding 
serum  in  serum  dilutions  of  1-50;  in  1-10  dilutions,  also  by 
Shiga  and  possibly  by  "Y"  serum. 

Summary. 

Marked  precipitative  relationships  were  thus  shown  to  exist 
between  the  Shiga  and  "Y"  bacilli;  whereas  no  agglutinative 
relationships,  or  only  very  slight  ones,  could  be  demonstrated 
with  the  help  of  the  corresponding  antisera,  which  possessed, 
however,  moderately  low  agglutinating  values. 

V.  THE  PRECIPITINS  DEVELOPED  IN  RABBITS  ADAPTED  TO 
VARIOUS  BACTERIAL  SPECIES  WHICH  DO  NOT  BELONG  TO 
THE  COLON-TYPHOID  GROUP. 

This  part  of  our  theme  was  undertaken,  first,  to  determine  the 
absence  or  presence  of  adaptation  precipitins  for  species  of  bac- 
teria other  than  those  of  the  colon-typhoid  group  in  the  sera  of 
rabbits  that  had  adapted  themselves  to  these  species ;  second,  to 
determine  the  specificity  of  the  precipitins  thus  formed  for  a  spe- 
cies of  a  given  group  by  testing  the  antisera  upon  the  filtrates  of 
species  belonging  to  other  groups  as  well  as  classes  of  bacteria. 
We  thus  endeavored  to  throw  further  light  upon  the  extent  of  the 
biological  relationships  which  exist  among  bacterial  species  of 
different  groups  and  classes  of  bacteria,  by  means  of  the  precipi- 
tin reaction,  in  a  way  similar  to  that  which  NuttalP*  has  so  success- 
fully employed  to  demonstrate  the  biological  relationships  which 
exist  between  animals  belonging  to  various  orders,  classes  and 
groups. 

We  shall  now  consider  the  precipitins  which  were  developed 
by  adaptation  to  various  species  of  bacteria  not  hitherto  or  only 
cursorily  recorded  in  the  literature,  as  well  as  the  ineffectual 
attempts  that  were  made  to  obtain  precipitins  for  certain  species 
of  bacteria. 
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i.     the  pbecipitins   developed  by  adaptation  of  babbits 
to  b.  pboteus. 

The  following  tests  were  made  with  the  serum  obtained  from 
a  rabbit  which  had  received  six  inoculations  during  a  period  of 
four  weeks,  at  first  with  boiled  and  then  with  suspensions  of  liv- 
ing agar  cultures.  The  agglutinating  value  of  the  serum  was 
1-5,0(X),  complete  in  two  hours;  1-10,000,  incomplete  at  six 
hours.  The  precipitating  action  of  the  serum  was  slower  and 
weaker  than  in  the  case  of  the  antiprodigiosus  and  antistaphylo- 
coccus  sera  referred  to  below.  One-fourth  c.c.  and  1/10  c.c.  of  the 
antiproteus  serum  added  to  1  c.c  of  the  corresponding  filtrate  gave 
no  reaction  in  five  hours.  Later  a  copious  precipitum  was  formed 
in  the  tube  containing  the  larger  amount  of  serum  and  at  twenty-four 
hours  in  the  1/10  c.c.  tube  the  precipitum  was  still  settling.  One 
drop  of  serum  to  1  c.c.  gave  no  reaction  at  forty-eight  hours  at  37''  C. 

The  antiproteus  serum  added  to  each  of  the  filtrates  in  our 
possession  likewise  gave  rise  to  no  reactions,  with  the  exception  of 
the  filtrate  of  the  Sp.  Metchnikovi,  a  slight  reaction  in  this  case 
being  obtained  at  the  end  of  twenty-four  hours.  On  the  other 
hand,  the  proteus  filtrate  was  not  precipitated  or  made  cloudy  by 
the  antityphoid,  coli,  and  B.  No.  1  sera  added  in  the  proportion 
of  1/4  C.C.  of  serum  to  1/2  c.c.  of  filtrate,  or  by  antistaphylococ- 
cus  or  antipyocyaneus  serum. 

With  another  antiproteus  serum,  with  an  agglutinating  value 
of  1-500,  taken  from  a  dying  rabbit  which  had  received  two  inocu- 
lations of  proteus  emulsion,  a  similar  and  confirmatory  series  of 
observations  was  made,  the  precipitating  action  of  the  serum, 
however,  being  slight. 

We  may  therefore  conclude  that  no  precipitating  relationships 
exist  between  the  B.  proteus  and  the  bacilli  of  the  colon-typhoid 
group  and  the  pyogenic  cocci,  but  that  in  the  class  of  spirillaceae 
the  Sp.  Metchnikovi  may  give  reactions. 

II.       THE    PRECIPITINS    DEVELOPED    BY  ADAPTATION    OF    BABBITS    TO 

B.    PRODIGIOSUS. 

The  antiprodigiosus  sera  yielded  copious  precipitates,  and  gave 
rise  to  the  most  rapid  reactions  which  we  have  obtained  with  anti- 
bacterial sera. 
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The  first  serum  was  obtained  from  a  rabbit  inoculated  at  intervals, 
between  April  4  and  May  13, 1902,  six,  twenty-four-hour  agar  cultures  being 
introduced  into  the  peritoneum.  The  rabbit  developed  "snuffles"*  May 
16,  and  was  therefore  bled  the  next  day.  The  serum  had  an  agglutinating 
value  of  1-10,000,  complete  in  less  than  three  hours.  At  1^30,000  and  1- 
50,000  incomplete  reactions  were  obtained. 

The  Precipitating   Action  op  Antipbodioigsus   Rabbit   Serum   (No.  1) 
upon  its  homgloggus  filtbate. 

One  half  c.c.  and  1/10  c.c.  of  serum  added  to  ^  c.c.  of  filtrate  gave  rise 
to  instant  cloudiness,  heavy  flocculi  being  formed  in  one-half  hour,  the  reac- 
tion being  complete  in  one  hour. 

The  Prbcipitatinq  Action  gp  Various  Antibacterial  Rabbit  Sera  upon 

THE  PbGDIOIGSUS  FiLTRATE,  AND  THE  AOTIGN  GP  AnTIPRGDIOIGSUS  RaB- 

bit  Serum  (Ng.  1)  upon  Filtrates  gp  Various  Heterglgggus  Bac- 
terial Species. 

The  prodigiosus  filtrate  did  not  react  with  the  various  anti- 
bacterial sera  in  our  possession ;  namely,  anticolon,  antifyphoid, 
anti-B.  No  1,  and  antidysentery ;  and  no  reaction  followed  the 
addition  of  the  antiprodigiosus  perum  to  filtrates  of  various  bacilli, 
vibrios,  and  cocci ;  or  this  led  to  such  small  and  inconstant  precipi- 
tates, even  when  added  in  equal  volumes,  that  these  can  be  safely 
disregarded. 

A  second  antiprodigiosus  rabbit  received  eight  twenty-four-hour  agar 
cultures  in  the  peritoneum,  between  April  7  and  June  7, 1902,  the  rabbit  being 
bled  four  days  later.  The  macroscopic  agglutination  tests  were  instantaneous 
up  to  1-500;  1-1,000,  complete  in  less  than  one  hour;  1-5,000,  complete  in  less 
than  two  hours;  1-15,000,  complete  in  six  hours. 

The  Precipitating  Acttign  gp  Antiprodigiosus  Serum  (No.  2)  upon  its 
Hgmglgogus  Filtrate. 

One-half  c.c.  prodigiosus  filtrate  plus  one  drop  of  serum  produced 
cloudiness  and  precipitation  in  two  minutes,  and  at  twenty-four  hours  a 
copious  precipitum  had  formed.  The  limit  of  actual  precipitation  was 
obtained  with  a  serum  dilution  of  1-300,  the  precipitum  formed  being  very 
scanty. 

*  Adaptation  with  most  of  the  cultures  was  rendered  a  tedious  task  during^  the  win- 
ter months  on  account  of  a  prolonged  epidemic  of  *^  snuffles  *'  in  our  rabbits.  To  fore- 
stall criticism,  it  may  be  mentioned  here  that  only  a  few  observations  obtained  with  the 
sera  of  afflicted  rabbits  are  recorded,  the  fact  being  noted  in  the  text.  Such  sera  were 
of  value,  however,  in  substantiating  the  results  obtained  with  the  sera  of  the  healthy 
rabbits.  The  afflicted  rabbits  did  not  yield  as  potent  precipitating  and  agglutinating 
jiera,  but  the  same  relative  results  were  found  as  with  the  antisera  of  healthy  animals. 
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The  Precipitatihg  Action  of  AirriPRODiGiosus  Rabbit  Serum  (No.  2)  upon 
THE  Filtrates  op  Various  Airn bacterial  Species. 

The  second  antiprodigioeus  serum  was  tested  against  various  heter- 
ologous filtrates,  each  tube  containing  f  2  C'C>  of  the  filtrate  and  ^  c.c.  of  serum. 
The  reactions  obtained  were  slow,  the  twenty-four  hour  results  alone  being 
given.  With  filtrates  of  B.  typhosus,  B.  typhi  murium,  B.  No.  1,  B.  psitta- 
cosis, and  Sp.  Metchnikovi,  a  moderate  amount  of  precipitum  was  formed, 
typical  flocculi  adhering  to  the  sides  of  the  tubes.  The  dysentery  filtrates 
gave  a  small  amount  of  precipitate.  The  filtrates  of  bovine  and  human 
tubercle  bacilli,  B.  icteroides,  and  Sp.  cholerae,  were  negative.  At  twenty- 
four  hours  all  the  fluids  were  clear  and  sterile,  as  found  by  cultural  and 
microscopic  tests  of  the  fluid  and  precipitate. 

The  precipitin  of  this  antiprodigiosus  serum  thus  showing  a 
somewhat  marked  affinity  for  the  precipitable  substances  of  these 
bacillary  filtrates,  one  might  be  led  to  suppose  that  a  strong  pre- 
cipitating serum  would  combine  with  the  precipitable  substance 
of  any  filtrate,  whether  of  coccus  or  of  bacillus,  thus  leading  to 
the  conclusion  that  there  is  no  specificity  in  the  precipitin  reac- 
tion. This  was  readily  disproved  by  the  following  test.  The 
antistaphylococcus  serum  to  be  described  later  acted  rapidly  upon, 
and  yielded  a  copious  precipitum  In,  its  corresponding  filtrates. 

TABLE  XX. 


Antiprodigiosas   serum 
(No2) 

0.5  c.c. 
Antistaphylococcus   se- 
rum 

0.5  c.c. 


staphylococcus    fil- 
trate 

0.5  c.c. 
Prodicriosus  filtrate 

0.5  c.c. 


After  48  hrs.,  at  37*  C,  absplutely  neffative. 
After  48  hrs.,  at  37'  C,  absolutely  neffatiye. 


Here,  although  both  sera  were  extremely  powerful,  there  is  no 
interaction.  In  the  course  of  the  reactions  between  the  anti- 
prodigiosus serum  and  the  above  filtrates,  but  little  of  the  pre- 
cipitating substances  of  the  serum  were  fixed,  since  addition  of 
the  prodigiosus  filtrate  to  the  tubes,  when  freed  of  the  first  pre- 
cipitum that  had  formed  after  forty -eight  hours  contact  at  37°  C, 
gave  rise  to  an  immediate  reaction.  The  reaction,  although  not 
delayed,  was,  however,  never  as  copious.  No  attempt  was  made 
to  calculate  the  amount  of  the  precipitating  substance  of  the 
serum  which  was  thus  fixed.  This  was  the  only  antiprodigiosus 
serum  obtained  which  precipitated  heterologous  filtrates  of  a  differ- 
ent class,  with  the  single  exception  of  that  of  the  filtrate  of  Sp. 
Metchnikovi. 
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A  less  actively  precipitating  serum  of  a  rabbit  treated  with  a 
sterile  and  cell-free  prodigiosus  filtrate  likewise  precipitated  the 
Sp.  Metchnikovi  filtrate,  a  perfectly  characteristic  precipitate 
being  formed  in  seventeen  hours.  The  serum  had  no  action  on 
any  other  of  the  above  filtrates,  possibly  because  of  its  slighter 
precipitating  action. 

Our  first  antiprodigiosus  serum  obtained  from  a  rabbit 
adapted  by  inoculation  with  living  cultures,  although  of  greater 
precipitating  value  for  the  corresponding  filtrate  than  the  serum 
of  the  rabbit  inoculated  with  the  prodigiosus  filtrate,  never- 
theless failed  to  precipitate  the  same  filtrate  of  Sp.  Metchnikovi. 
From  this  fact  it  seems  not  unlikely  that  the  B.  prodigiosus  devel- 
ops several  distinct  precipitable  substances,  depending  upon  its- 
environment.  Thus,  the  filtrate  of  old  broth  cultures  that  was 
inoculated  may  have  contained  a  larger  quantity  pf  the  precipi- 
table substance  which  gives  rise  to  the  formation  of  the  special 
or  partial  precipitin  of  the  Sp.  Metchnikovi,  than  did  the  emul- 
sion of  the  living  bacilli  with  which  the  other  rabbits  had  been 
inoculated.  On  the  other  hand,  it  is  conceivable  that  there  exists 
a  diflPerence,  both  quantitative  and  qualitative,  in  the  cell  recep- 
tors of  diflPerent  rabbits  which  give  rise  to  the  various  partial 
precipitin  haptines.* 

Precipitative  relationships  between  species  of  one  group  of 
Bacteriaceae  and  those  of  different  groups  of  the  same  family  and 
those  of  different  families  were  thus  found  to  exist.  Since 
several  equally  actively  precipitating  antiprodigiosus  sera  did  not 
precipitate  the  filtrates  of  the  colon-typhoid  group,  it  seems 
reasonable  to  assume  that  the  cells  of  diflPerent  rabbits  develop 
precipitins  which  may  vary  qualitatively. 

*  Ascoli  and  von  Dnngern  have  noted  qualitative  differences  in  the  hemo-precipitins 
developed  in  the  sera  of  animals  of  the  same  and  of  different  species.  Von  Dungem^o  has 
obtained  almost  conclusive  evidence  that  the  precipitable  substance  of  the  blood  plasma  of 
the  Major  squinado  is  composed  of  at  least  several  haptophors  which  have  distinct  affini- 
ties, and  that  corresponding  to  the  composite  nature  of  this  substance  several  precipitins 
are  (leveloped.  The  precipitins  are  thus  composed  of  a  number  of  partial  substances, 
which  are  distinct  from  each  other  and  react  only  with  the  special  precipitable  substance 
which  has  ^iven  rise  to  them.  Joos^i  has  described  two  distinct  ai^glutinins  in  anti- 
typhoid serum  which,  according  to  him,  owe  their  origin  to  the  presence  in  the  typhoid 
bacillus  of  two  distinct  agglutinable  substances.  Joos^s  results  seem  capable  of  a  differ- 
ent interpretation,  however,  from  that  which  he  has  placed  upon  them. 
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III.       THE    PRECIPITINS  DEVELOPED   BY  ADAPTATION  OF   RABBITS  TO 
THE   SPIRILLUM   CHOLERAE   AND    METCHNIKOVI. 

In  the  class  of  Spirillaceae  only  two  species  were  investigated 
The  first  series  of  rabbits  treated  with  cultures  of  Sp.  cholerae 
asiaticae  and  Sp.  Metchnikovi  were  unsuccessful,  the  sera  having 
little  precipitating  action.  The  chojera  culture  was  an  old  stock 
culture  which  had  become  non-pathogenic  to  guinea  pigs  and  to 
rabbits.  The  Sp.  Metchnikovi  was,  however,  still  pathogenic. 
Rabbits  were  finally  adapted  which  yielded  precipitating  sera. 

The  anticholera  rabbit  was  inoculated  with  twelve  a^ar  cultures  (twenty- 
four  hours*  growth)  in  the  course  of  ten  weeks.  (Agglutination  test  was 
impossible  on  account  of  extensive  pseudo-clumping  in  broth  cultures  and 
precipitation  of  the  emulsions  of  cholera  cultures.)  The  anti-Metchnikovi 
rabbit  received  nine  agar  cultures  grown  for  twenty- four  hours  at  37^  C,  in 
the  course  of  seven  weeks.  The  serum  possessed  an  agglutinating  value  of 
1-500,  complete  in  four  and  one-half  hours.  The  cholera  serum  did  not  agglu- 
tinate the  Sp.  Metchnikovi  above  the  limit  of  normal  rabbit  serum  (1-10 
being  nearly  complete  in  four  and  one-half  hours;  1-1(X)  negative  at  twenty- 
four  hours). 

The  nitrates  of  both  species  were  obtained  from  broth  cultures  grown  at 
37'  C.  for  fifty -one  days. 

TABLE  XXI. 

The  Prkc'Ipitatino  Action  of  the  Anticholera  .and  Anti-Metchnikovi  Sera  upon 
Cholera  and  Metchnikovi  and  Typhoid  Filtrates. 


0.3  c.c 

Cholera  fll.» 

0.5  c.c.  cholera  serum 

0.5    •♦ 

0.25 

0.5    " 

it          ii 

0.1  " 

0.5  c.c 

Metch.   fil. 

0.5  c.c.  cholera  serum 

0.5    " 

"         " 

0.25  *' 

0.5    " 

"         t» 

0.1   '' 

0.5  c.c 

Metch.    m. 

0.5  c.c.  Metch.  serum 

0.5    " 

"         " 

0.25" 

0.5    " 

'*         " 

0.1  " 

0.5  c.c. 

Cholera  fll.f 

0.5  cc.  Metch.  serum 

0.5    " 

"         *' 

0.25'^ 

0.5    " 

" 

0.1 

0.5  c.c. 

Typhoid  ftl. 

0.5  c.c.  Metch.  serum 

0.5    " 

ti          i» 

0.5  c.c.  cholera     " 

No  reaction  up  to  6  hrs. ;  at  24  hrs.,  a  small 
precipitum  in  all  tubes. 

No  reaction  at  6  hrs. ;  at  24  hrs.,  a  slight 
reaction,  perhaps  less  than  above  homolo- 
gous series. 

Instantaneous  cloudinfr  in  all  tubes;  at  4 
hrs.,  reaction. complete  in  all  tubes;  at  24 
hrs.,  copious  precipitum. 

Instantaneous  clouding  in  all  tubes.  In 
0.5  c.c.  and  0.25  c.c.  tubes  copious  precip- 
itum, which  did  not  form  iaO.l  c.c.  tube 
until  6  hrs.  In  the  two  sets  of  tubes  at  24 
hrs.,  same  amount  of  precipitum. 

No  trace  of  reaction  after  48  nrs.,  at  37  V. 


*  In  the  set  of  tubes  which  contained  cholera  filtrate  and  serum,  where  a  slight  reac- 
tion was  first  obtained,  the  addition  of  0.5  c.c.  of  Metchnikovi  serum  likewise  produced 
immediate  cloudiness  and  precipitation  in  a  few  minutes.  At  eighteen  to  twenty-four  hours 
there  was  a  copious  precipitum,  showing  that  the  cholera  serum  had  fastened  no  appre- 
ciable amount  of  precipitablc  substance  in  its  own  filtrate. 

t  A  further  addition  of  0.5  c.c.  of  Metchnikovi  serum  to  the  mixtures  of  cholera  filtrate 
and  Metchnikovi  serum  produced  immediate  cloudiness  and  precipitation  at  one  and  one- 
half  hours;  at  eighteen  to  twenty-four  hours,  copious  precipitum;  most  in  0.1  c.c.  tube. 
The  procipita  were  slightly  greater  than  those  of  the  homologous  series. 
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Determination  of  the  Maximal  Precipitation  Limits  op  the  Anti- 
Metchnikovi  Serum  for  its  Homologous  and  for  the  Cholera 
Filtrate. 

The  maximal  limit  of  reaction  of  the  anti-Metchnikovi  serum 

on  its  corresponding  filtrate  was  then  determined. 

TABLE  XXII. 


5  c.c.  filtrate 

1/10  c.c.  seram. 

Cloudiness  within  several  hours;  precipitation 
occurs  before  30  hrs. 

5  c.c.  filtrate 

1  20  c.c.  serum. 

Cloudiness  is  formed  within  10  hrs.;  never 
reaches  a  distinct  precipitation  even  at  72  hrs. 

5  c.c.  filtrate 

1  40  c.c.  serum. 

Negative  at  72  hrs. 

Maximal  dilution  about  1-100. 

With  5  c.c.  of  cholera  filtrate  and  1 10  c.c.  of  Metchnikovi  serum,  no 
reaction  at  seventy-two  hours.  Maximal  dilution  at  which  precipitation  still 
occurred  in  the  cholera  filtrate  was  considerably  under  1-50,  the  exact  limit 
not  being  determined. 

Summary. 

From  these  tests  the  following  conclusions  can  be  drawn :  The 
senim  of  an  animal  adapted  to  a  given  species  of  spirillum  may 
precipitate  the  filtrate  of  another  species  of  spirillum,  although  it 
does  not  agglutinate  the  spirillum.  Distinct  precipitative  rela- 
tionships may  thus  be  present  unassociated  with  agglutinative 
relationships. 

IV.      THE    PBECIPITINS    DEVELOPED    BY   ADAPTATION   OP    RABBITS   TO 

B.    DIPHTHEBIAE. 

It  has  long  been  known  that  during  the  process  of  immuniza- 
tion to  certain  species  of  bacteria  the  animal  organism  does  not 
respond,  or  only  with  difficulty,  with  the  production  of  precipitins, 
although  various  other  antibodies,  such  as  antitoxins,  may  be 
developed.  We  shall  briefly  describe  our  ineffectual  attempts  to 
obtain  precipitins  for  the  B.  diphtheriae,  the  B.  pyocyaneus,  and 
the  human  and  bovine  tubercle  bacillus. 

No  attempt  was  made  to  immunize  rabbits  with  diphtheria  toxin,  as 
Kruse  and  NicoUe  could  not  determine  the  presence  of  precipitins  in  diph- 
theria antitoxin  (although  agglutinins  have  been  described  in  horse  antitoxin 
serum).  Although  abundantly  established  that  precipitable  substances  are 
present  in  filtrates,  ^*  toxins,"  the  amount  of  precipitins  developed  in  the 
serum  of  animals  treated  with  filtrates  was  found  by  the  writer  and  by  other 
observers  to  be  insignificant  in  comparison  with  that  obtained  when  living 
bacterial  cells  are  introduced. 
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Rabbits  were  accordingly  immunized  with  emulsions  of  agar  cultures, 
grown  for  twenty-four  hours,  in  the  hope  of  obtaining  a  precipitating  or  anti- 
bacterial serum.  A  rabbit  was  finally  immunized  against  many  times  the 
fatal  dose  of  diphtheria  culture,  preliminary  doses  of  antitoxic  horse  serum 
being  given.  (The  diphtheria  bacillus  was  kindly  furnished  by  the  I>epart- 
ment  of  Health  of  the  city  of  New  York,  and  is  the  one  commonly  designated 
throughout  the  world  as  the  American  bacillus,  or  Bacillus  ^  8.") 

Agglutination  value  of  the  serum:  An  emulsion  was  made  from  a  thirty- 
hour  agar  culture  in  sterile  saline  solution.    Macroscopic  test: 

1-10:  reaction  distinct  in  40  min. 

1-100, 1-500,  and  1-1,000:  complete  in  4  hrs.  at  37**  C. 

1-5,000:  showed  a  greater  settling  than  did  the  1-10,000  or  the  control  tube. 

A  second  test  failed  to  confirm  the  result  above  obtained,  the  emulsion 
being  unsatisfactory  on  account  of  the  clumping  and  sedimentation  in  the 
control  tube.  A  third  trial  on  June  14,  ten  days  after  the  first  test,  was  com- 
pletely negative  even  in  a  1-10  dilution.  It  seems  reasonable  to  concede  that 
the  serum  had  a  relatively  low  agglutinating  value,  about  1-1,000.  The  fail- 
ures recorded  in  the  second  and  third  tests  may  perhaps  be  attributable  to 
the  condition  of  the  emulsion. 

.  The  Pebcipitating  AerioN  op  the  Antidiphtheria  Rabbit  Serum  upon 
THE  Diphtheria  Filtrate. 

The  addition  of  1  4  c.c.  and  1  10  c.c.  of  serum  to  1  2  c.c.  tubes  of  diph- 
theria antitoxin  (acid  reaction),  grown  for  three  months  at  37°  C,  caused  no 
precipitation  after  several  days  at  37*"  C.  Negative  results  were  likewise 
obtained  with  a  filtrate  of  extracts  in  normal  salt  solution  of  fresh  agar 
cultures,  even  when  mixtures  of  equal  amounts  (1  c.c.)  of  the  antiserum  and 
the  solution  were  used.* 

Resume  of  Previous  Studies  upon  the  Precipitins  Developed  by  Adap- 
tation op  Animals  to  B.  diphtherias. 

Diphtheria  precipitins  have  been  developed  by  S.  Wassermann"  in  the 
serum  of  rabbits  treated  with  0.1  per  cent,  ethylin-diamin  extracts  of  dried 
and  pulverized  diphtheria  bacilli,  previously  killed  by  heat,  60°  C,  any  toxic 
action  being  neutralized  by  administration  of  suitable  quantities  of  antitoxin. 

Wassermann  thus  claims  to  have  obtained  a  precipitating  antidiphtheria 
serum  which,  unlike  antitoxin,  contains  a  substance  which  reacts  specifically 
upon  the  body  substance  (the  precipitable  substance)  of  the  diphtheria 
bacillus.  The  advantage  claimed  by  him  for  this  method  over  that  by  which 
merely  the  untreated  bodies  of  the  bacilli  are  inoculated  is  that  more  of  the 
precipitable  substance  can  be  introduced.  The  serum,  he  claims,  furnishes  a 
method  of  differentiating  the  pseudo-  from  the  true  diphtheria  bacilli  by 
agglutination  and  precipitation  tests.  Wassermann  hopes  that  with  such  a 
"bactericidal"  serum  the  diphtheria  bacillus  may  be  made  to  disappear  from 
the  throats  of  patients  who  have  continued  to  harbor  the  bacilli  during  a 
prolonged  convalescence.    Wassermann's  expectation  is  premature,  unless 

*  The  diphtheria  bacilli  of  three  potato  tube  ai^ar  slants  were  ffrown  for  three  dasrs  at 
37'  C.  and  emulsified  in  5  c.c.  of  sterile  normal  saline  solution  and  filtered. 
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one  concedes  that  the  precipitin  is  an  immune  body  on  a  par  in  its  action 
with  the  lysins,  or  is  always  accompanied  by  such  a  body,  on  which  the 
assumption  of  the  bactericidal  powers  of  the  serum  is  based. i" 

Lipstein^  has  shown  that  by  a  procedure  similar  to  the  one  employed  by 
us — intraperitoneal  inoculation  of  living  diphtheria  bacilli  mixed  with  anti- 
toxin to  neutralize  the  toxin  —  a  strong  agglutinating  serum  is  developed  in 
rabbits.  The  subject  of  the  agglutinin  in  antidiphtheria  serum,  and  the 
employment  of  such  sera  to  differentiate  the  true  diphtheria  races  from  the 
pseudo-diphtheria  races  or  species,  cannot  be  entered  upon,  the  reader  being 
referred  to  the  articles  of  Lipstein  and  Lubowski,^  and  to  the  admirable 
article  of  Josef  SchwOner.^ 

SchwOner  casually  mentions  that  he  has  observed  specific  precipitation 
of  broth  diphtheria  tiltrates  after  twenty-four  hours  at  37°  C,  with  anti- 
diphtheria  horse  serum. 

V.  THE    PRECIPITINS    DEVELOPED    BY   ADAPTATION    OP    BABBITS    TO 

B.    PYOCYANEUS. 

With  our  stock  culture  of  the  B.  pyocyaneus  we  were  unable 
to  obtain  precipitating  substances  in  the  serum  of  several  immu- 
nized rabbits  for  its  homologous  filtrates.  The  bacillus  employed 
corresponded  in  most  of  its  characters  to  the  classical  description 
of  the  B.  pyocyaneus.  With  cultures  of  other  races  of  this  bacil- 
lus precipitins  have  been  developed  by  Eisenberg.'" 

VI.  THE    PRECIPITINS   DEVELOPED    BY   ADAPTATION    OF    RABBITS   TO 

HUMAN   AND    BOVINE    TUBERCLE    BACILLI. 

Our  efforts  to  obtain  precipitating  substances  in  the  serum  of 
rabbits  which  had  been*  infected  with  living  or  inoculated  with 
dead  cultures  of  human  and  bovine  tubercle  bacilli  were  likewise 
unsuccessful,  so  that  our  experiments  may  be  briefly  given. 

Rabbits  inoculated  with  cultures  of  human  and  bovine  tubercle 

bacilli,  and  bled  at  various  periods  of  time  after  inoculation  or 

before  death,  failed  to  develop  precipitins  in  their  sera  for  tubercle 

filtrates. 

Five  per  cent,  glycerin  broth  cultures  grown  for  several  months  at  37"  C, 
in  which  the  growth  of  bovine  and  human  bacilli  had  been  luxuriant,  were 
used  as  the  test  fluids.  The  rabbits  were  inoculated  with  virulent  cultures  or 
with  large  amounts  of  the  surface  scum  from  tubercle  cultures.  The  sera 
tested  were  obtained  from  rabbits  in  various  stages  of  tuberculization,  from 

•This  is  an  interesting  commentary  on  the  loose  methods  of  expression  frequently 
employed  in  connection  with  the  immune  bodies,  especially  since  A.  Lipstein  3^  was  not 
able  to  obtain  any  evidence  of  the  formation  of  a  suitable  amboceptor  in  the  sera  of  animals 
inoculated  with  living  cultures,  although  the  same  sera  possessed  marked  agglutinating 
properties. 
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a  local  abscess  at  the  site  of  inoculation  in  the  subcutaneous  tissue,  to  those 
with  an  acute  general  miliary  tuberculosis  of  the  peritoneum  with  more  or 
less  involvement  of  the  lungs,  lymph  modes,  kidneys,  and  other  organs.  No 
suggestion  of  a  precipitating  reaction  was  obtained  by  addition  of  the  serum 
to  their  corresponding  filtrates.  Negative  results  were  also  obtained  with 
Koch*s  extract  of  tubercle  bacilli,  which  he  employed  to  determine  the 
agglutinating  action  of  the  serum  of  animals  and  patients  afflicted  with 
tuberculosis  The  solutions  were  made  with  the  preparation  of  zerriebene 
Tuberkelbacillua  prepared  by  the  Farbwerk  vom  Meister  Lucius  und 
Bruning,  HOchst  a.  M.,  the  directions  given  for  Koch's  Agglutinations- 
FlUssigkeit  being  closely  followed.  Our  sera,  added  in  various  proportions, 
did  not  precipitate  or  cause  cloudiness  of  this  solution. 

VII.  THE  PBECIPITINS  DEVELOPED  BY  ADAPTATION  OF  BABBITS  TO 
THE  STAPHYLOCOCCUS  PYOGENES  AUBEUS,  TO  THE  PNEUMO- 
COCCUS,  AND  TO  THE  STBEPTOCOCCUS. 

In  the  class  of  cocci  three  species  were  investigated  as  to  their 
capacity  for  developing  precipitins  in  the  serum  of  rabbits  which 
had  been  adapted  by  inoculation  of  their  cultures.  The  species 
were  a  Staphylococcus  pyogenes  aureus,  a  pneumococcus,  and  a 
streptococcus.  The  staphylococcus  precipitin  is  first  described. 
The  pneumococcus  and  the  streptococcus  are  described  together 
for  brevity,  since  by  their  inoculation  no  precipitating  sera  were 
formed. 

a)  The  PRECiprriNS  Developed  by  Adaptation  op  Rabbits  to  the  Staphy- 
lococcus PYOGENES  AUREUS. 

The  staphylococcus  used  during  the  course  of  the  experiments 
was  highly  pathogenic  for  rabbits,  and  it  was  only  with  care  that 
these  were  finally  rendered  immune.*  With  the  serum  obtained 
from  a  highly  immunized  rabbit,  the  following  experiments  were 
made: 

The  rabbit  received  from  March  10  to  April  7  nine  agar  cultures  into  the 
peritoneum.  The  agglutination  tests  with  the  serum  were  made  by  the 
macroscopic  method  with  emulsions  of  eighteen  to  twenty-four-hour  agar 
cultures. 

1-100  and  1-j)00:  complete  in  5  hrs. 
1-1,000:  nearly  complete  in  5  hrs. 
1-5,000:  complete  in  18  hours. 
1-10,000:  negative  after  24  hrs. 

1-5,000  may  be  said  to  be  the  limit  of  the  agglutination  value  of  the 
serum. 

•  I  am  indebted  to  Dr.  Wadsworth  for  the  culture,  which  was  obtained  from  a  case 
of  severe  phlegmonous  inflammation  of  the  nose. 
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The  Precipitating  Action  of  the  Antistaphylococcus  Serum  upon  the  Staphylo- 
coccus Filtrate. 


Staphylococcus    fil- 
trate: 

1  2c.c. 
1  2  c.c. 


Antistaphylococcus 
serum 

1  4  c.c. 
1/10  c.c. 


Immediate  cloudiDess,  well  marked  after  ?> 
min. ;  iu  1  hr.,  distinct  precipitate  in  sets  of 
tubes  at  room  as  well  as  at  incubator  tem- 
peratures^ reaction  complete  at  5  brs.,  the 
nitrate  being  clear. 


Determination  of  the  Maximal  Precipitation  Limits  of  the  Antistaphylococcus 
Serum  upon  the  Staphylococcus  Filtrate. 

The  maximal  limit  of  dilution  of  the  antistaphylococcus  serum  at 
which  precipitation  occurs  in  the  staphylococcus  filtrate  was  found 
to  be  a  serum  dilution  of  1-60.  The  serum  likewise  precipitated 
the  filtered  normal  saline  extracts  of  fresh  agar  cultures,  as  shown 
below.* 

The  Precipitating  Action  of  Antistaphylococcus  Sera  upon  Various  Heterologous 

Filtrates. 

The  above  serum  and  other  antistaphylococcus  sera  were  tested 
upon  the  filtrates  already  referred  to  of  the  colon-typhoid  group, 
and  also  upon  the  filtrates  of  B.  proteus,  B.  prodigiosus,  Sp. 
cholerae,  and  Sp.  Metchnikovi,  with  negative  results. 

b)  The  Precipitins  Developed  by  Adaptation  op  Rabbits  to  the  Pneu- 

MOCOOCUS  AND  TO  THE  STREPTOCOCCUS. 

The  precipitins  for  the  pneumocoecus  and  streptococcus  are 
evidently,  as  shown  by  the  failure  to  obtain  any  evidence  of  their 
formation  in  immunized  rabbits,  only  obtained,  if  at  all,  by  special 
procedures.  Our  experiments  may  therefore  be  briefly  summarized. 
Three  rabbits  were  rendered  highly  immune  to  virulent  cultures 
of  the  pneumocoecus  and  of  the  streptococcusf  grown  upon  agar. 
The  antisera  of  the  rabbits  failed  to  produce  cloudiness  or  pre- 
cipitates in  their  corresponding  filtrates  when  tested  in  the  follow- 
ing  proportions:    0.5  c.c.  filtrate  +  0.25  c.c.  serum.     It  might  be 

•  Emulsions  of  the  three-day  growth  on  three  agar  tubes  in  5  c.c.  of  sterile  normal 
saline  solution,  after  standing  for  several  hours  at  room  temperature,  were  passed 
through  Berkefeld  filters.  Equal  parts  of  the  filtered  solutions  and  antiserum,  when 
mixed,  gave  rise  to  no  reaction  after  several  hours;  at  eighteen  hours  (37"  C.)  a  copious 
precipitum  was  present. 

fl  am  indebted  to  Prof.  Hiss  for  the  streptococcus  which  was  obtained  from  a  severe  case 
of  cellulitis  of  the  foot.  The  pneumocoecus  was  virulent  to  rabbits,  and  was  obtained  from 
Dr.  A.  Wadsworth,  to  whom  my  thanks  are  also  due.  The  filtrates  were  obtained  from  5 
per  cent,  glycerin  meat-infusion  broth,  grown  for  two  months  at  37    C. 
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concluded  from  these  tests  that  the  pneumococcus  and  strepto- 
coccus do  not  possess  precipitable  substances,  or  that,  if  present, 
suitable  receptors  are  not  present  normally,  or  are  sessile,  or  are 
not  formed  during  the  process  of  adaptation  of  rabbits  to  these 
species  of  cocci. 

The  following  tests  with  Staphylococcus  pyogenes  aureus,  indi- 
cate, however,  that  precipitable  substances  are  present  in  the  strepto- 
coccus and  pneumococcus,  but  that  these  substances  do  not  diffuse 
readily  from  their  cells  into  their  glycerin-broth  cultures.  This 
assumption  furnishes  an  explanation  of  the  non-precipitation  of 
the  filtrates  by  their  corresponding  antisera,  although  the  same 
antipneumococcus  and  antistreptococcus  sera  precipitated  the 
staphylococcus  filtrate: 

The  Prbcipitatino  Action  of  the  Axtipxeumo-  and  Antistbeptococcus  See  a  dpok 
THE  Staphylococcus  Filtrate. 

0.5  c.c.  staphylococcus  filtrate  -|-  0.25  c.c.  serum. 

The  tests  carried  out  in  the  above  proportions  show  the  formation  of  a 
small  quantity  of  whitish,  somewhat  granular  precipitate  after  eighteen  to 
twenty-four  hours.  The  tests  were  repeated  several  times  with  confirmatory 
results,  the  precipitum  obtained  being  found  free  from  bacteria  on  cultiva- 
tion and  on  examination  of  the  coverslips.  In  confirmation  of  the  specific 
character  of  the  precipitum  obtained  may  be  cited  the  fact  that  neither  the 
antipneumococcus  nor  antistreptococcus  sera  produced  precipitates  in  any  of 
the  filtrates  of  the  colon-typhoid  group  or  the  other  filtrates  m  our  posses- 
sion. 

If  the  slight  reactions  obtained  above  are  granted  to  be  those 
of  precipitation — and  there  seems  to  be  no  reasonable  ground 
for  doubting  the  correctness  of  this  supposition — it  seems  fair  to 
suppose  that  the  precipitable  substances  exist  in  the  pneumococcus 
and  streptococcus.  These  substances,  however,  do  not  diffuse 
into  the  filtrates,  being  retained  in  the  bodies  of  the  cocci.  When 
the  living  cultures  are  inoculated,  they  are  set  free  and  induce 
the  formation  of  precipitins  in  the  sera  of  the  rabbits.  These 
precipitins,  however,  possess  only  a  relatively  slight  aflBnity  for 
the  precipitable  substance  in  the  staphylococcus,  and  hence  the 
small  reaction.  The  antipneumococcus  and  streptococcus  sera  do 
not  therefore,  produce  precipitates  in  their  corres[X)nding  filtrates, 
since  little  or  no  precipitable  substances  are  present,  these  sub- 
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stances  being  retained  in  the  bacterial  cell  protoplasm  and  not 
diffusing  throughout  the  ambient  fluid  of  the  broth.* 

Furthermore,  it  is  reasonable  to  assume  that  no,  or  only  an 
insufficient  amount  of,  precipitable  substance  was  present  in  the 
filtrate  upon  which  the  precipitins  of  our  antipneumococcus  and 
streptococcus  sera  could  act  with  the  formation  of  a  precipitum, 
for  the  strongly  precipitating  antistaphylococcus  serum  does  not 
yield  precipitates  in  the  pneumococcus  and  streptococcus  filtrates. 

The  growth  in  the  brqth  from  which  these  filtrates  were 
obtained  was  not  as  abundant  as  that  formed  in  the  staphylococcus 
or  in  other  bacillary  filtrates.  The  filtrates  of  staphylococcus,  on 
the  other  hand,  are  rich  in  precipitable  substances,  and  the  precipi- 
tins of  the  pneumo-  and  streptococcus  antisera  possessing  a  slight 
affinity  for  the  staphylococcus  precipitable  substance,  precipita- 
tion follows. 

RdsuHti  OF  Previous  Studies  upon  the  Precipitins  Developed  by  Adaptation  op 
Animals  to  the  Pneumococcus  and  to  the  Streptococcus. 

Pneumococcu«.— Neuf eld  *  obtained  evidence  of  the  formation  of  precipitat- 
ing substances  in  the  pneumococcus  antisera  by  means  of  special  procedures. 
According  to  him.  the  precipitable  substance  resides  exclusively  in  the  bacterial 
cells — a  statement  apparently  true  for  the  pneumococcus.  By  means  of  the 
solvent  action  of  normal  bile  on  a  fresh  pneumococcus  culture,  which  does  not 
alter  the  specific  ligature  of  the  constituents  of  the  cocci,  a  drop  sufficing  usually 
to  dissolve  the  cocci  of  several  cubic  centimeters  of  broth  culture,  a  solution  is 
obtained  to  which,  if  a  serum  which  agglutinates  pneumococci  in  a  dilution 
of  1-15  is  added  in  the  proportion  of  1-2, 1-4, 1-8.  refracting  hyaline  masses, 
the  size  of  red  corpuscles,  are  seen  to  form  in  the  hanging  drop  after  a  quarter 
of  an  hour.  The  masses  increase  in  size  and  clump,  forming  later  a  precipi- 
tate visible  to  the  naked  eye.  Normal  rabbit  serum  does  not  bring  about 
this  reaction.  According  to  Neufeld,  a  serum  which  agglutinates  specifically 
a  bacterial  species  will  always  cause  a  precipitation  in  a  solution  containing 
a  sufficient  amount  of  the  bacterial  constituents.  He  leaves  it  uncertain 
whether  one  substance  induces  both  reactions,  as  Kraus  first  claimed,  or 
whether  two  distinct  substances  which  are  formed  simultaneously  in  the 
serum  induce  these  phenomena.  Neufeld  adheres  to  Bordet's  theory  of 
agglutination.  Under  the  influence  of  the  agglutinin  a  peculiar  coagulation 
process  takes  place  on  the  surfaces  of  the  bacterial  cells,  which  in  the  ease  of 
the  pneumococcus  is  accompanied  by  visible  changes  in  shape,  and,  secondly, 

*  A  somewhat  similar  explanation  has  been  given  by  Neufeld  for  the  pneumococcus,  by 
Aronson  for  the  streptococcus,  and  by  SchwOner  and  Wassermann  for  the  precipitable  sub- 
stances of  the  diphtheria  bacillus  which  is  extracted  from  the  cell  protoplasm  with  diffi- 
culty. In  our  explanation  the  supi>osition  is  that  the  separation  is  made  by  the  animal 
organism. 
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by  an  alteration  in  the  physical  properties  of  bacteria  which  induce  clump- 
ing and  change  of  equilibrium. 

Dr.  A.  Wad8worth,2»  in  our  laboratory,  has  confirmed  Neuf eld's  observa- 
tion concerning  the  precipitation  by  antipneumococcus  serum  of  the  solution 
of  the  pneumococci  which  have  been  dissolved  by  bile. 

Streptococcus.—  Aronson  *•  has  shown  that  antistreptococcus  sera  which 
do  not  precipitate  the  ordinary  streptococcus  broth  cultures  nevertheless 
precipitate  extracts  of  the  cocci  in  1  per  cent,  ethylin-diamin  solutions.  With 
a  powerful  antistreptococcus  horse  serum  (for  details  the  reader  is  referred 
to  the  original)  he  obtained  typical  agglutination  of  streptococcus  cultures. 
The  agglVitination  test,  made  by  the  macroscopic  method,  was  absolutely  typi- 
cal and  caused  only  by  a  serum  of  high  valency.  Complete  reactions  were 
obtained  with  dilutions  of  1-30 ;  those  of  1-40  were  slightly  cloudy,  and  the 
1-50  dilutions  were  negative.  The  clumps  formed  in  the  effective  dilutions, 
after  shaking,  soon  settled  again,  unlike  the  sedimentation  occurring  in  cul- 
tures which  remain  cloudy.  A  1-40  reaction  was  obtained  with  Aronson's 
so-called  twentieth  normal  serum.  Aronson  believes  that  the  agglutinating 
power  of  serum  is  independent  of  its  protective  power. 

Besides  the  agglutinins,  the  serum  contained  a  specific  precipitin,  but 
special  methods  for  its  demonstration  were  necessary,  as  the  serum  did  not 
precipitate  streptococcus  broth  filtrates.  The  bacterial  cell-bodies  were  dried 
and  crushed  in  a  little  water,  or  belter,  with  ethylin-diamin  solution,  as 
described  by  Aronson  in  a  previous  article.*'  The  extract  was  filtered  through 
paper  until  clear.  Addition  of  his  immune  serum,  in  proportion  of  1-10,  to 
the  solution  thus  prepared,  caused  precipitation  in  several  hours;  whereas 
normal  serum  caused  no  cloudiness.  The  method  resembles  that  described 
by  Robert  Koch  ^  for  the  demonstration  of  the  agglutinating  and  specific 
substances  in  the  serum  of  individuals  and  animals.  Aronson  justly  remarks 
upon  the  impropriety  of  Koch's  designating  this  method  one  for  the  demon- 
stration of  agglutination  instead  of  precipitation.  How  a  supposedly  sterile 
and  cell-free  solution  can  agglutinate  is  certainly  incomprehensible.  Aronson 
believes  that  his  process  of  extraction  will  reveal  precipitins  in  the  various 
antibacterial  sera  which  have  hitherto  not  been  successfully  demonstrated  by 
merely  testing  the  sera  upon  broth  filtrates.* 

VI.  THE  PRECIPITATING  ACTION  OF  THE  ANTI-B.  NO.  1,  ANTI- 
TYPHOID, ANTICOLI,  AND  ANTIDYSENTERY  SERA  UPON 
THEIR  HOMOLOGOUS  AND  HETEROLOGOUS  SALINE  SOLU- 
TION EXTRACTS  OF  YOUNG  AGAR  CULTURES  OF  SPECIES 
OF  THE  COLON-TYPHOID  GROUP. 

Pick  claims  to  have  extracted  from  the  typhoid  bacillus  two 
distinct  substances,  which  he  designated  by  the  term  "bacterio- 
coagulin.''  The  bacterio-coagulin  A  was  obtained  from  old  broth 
filtrates,  and  is  precipitated  by  alcohol.  The  bacterio-coagulin 
K  was  extracted  from  the  normal  saline  extracts  of  young  agar 

♦Tchistovitoh  reports  that  Marmorek  has  observed  the  precipitation  of  streptococcus 
filtrate!?  by  antistreptococcus  serum. 
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cultures,  and  was  not  precipitated  by  alcohol  from  its  aqueous 
solutions.  Although  Pick  was  not  able  to  develop  precipitins  in 
the  serum  of  rabbits  which  had  undergone  adaptation  by  the  use 
of  these  substances  when  purified,  his  absorption  tests  led  him  to 
conclude  that  each  of  the  two  bacterio-coagulins  nevertheless 
developed  separate  and  distinct  precipitins  in  the  serum  of  ani- 
mals adapted  in  the  usual  way  to  the  typhoid  bacillus.  The 
action  of  these  precipitins,  sero-coagulins  A  and  K,  were  specific, 
since  they  reacted  only  with  their .  corresponding  bacterio* 
coagulins.  Granting  that  Pick's  statements  are  correct,  it  would 
follow  from  our  observations,  referred  to  below,  that  precipitative 
affinities  or  relationships  exist  between  the  bacterio-coagulins  A 
and  K  obtained  from  various  species  of  the  colon-typhoid  group, 
the  A  body  being  found  only  in  old  broth  filtrates,  the  K  body 
only  in  the  saline  extracts  of  young  agar  cultures.* 

Our  observations  may  be  briefly  summarized.  The  sera  pre- 
viously referred  to,  which  had  been  adapted  to  several  species  of 
the  colon-typhoid  group — namely,  B.  typhosus,  B.  No.  1,  B. 
coli,  and  B.  dysentery,  "New  Haven" — were  employed.  It  was 
found  that  these  antisera  precipitated,  not  only  the  filtered  normal 
saline  solution  extracts  f  of  agar  cultures,  gro¥m  for  three  days  at 
37°  C,  of  the  homologous  species,  but  also  the  extracts  of  heterolo- 
gous species  of  this  group.  The  reactions  were  slower  in  onset, 
and  less  copious  precipitates  were  formed  than  in  the  case  of  old 
broth  filtrates  of  these  species. 

VII.    RELATIONSHIPS  EXISTING   BETWEEN    THE   BACTERIAL 
AGGLUTININS  AND  PRECIPITINS. 

A  r^sum6  of  the  various  arguments  advanced  concerning  the 
identity  or  non-identity  of  the  bacterial  agglutinins  and  precipi- 
tins cannot  be  entered  upon  here.  The  following  series  of  obser- 
vations made  with  the  antisera  mentioned  above  and  with  other 
antisera  may  be  briefly  described,  since  they  furnish  further  proof 
of  the  early  views  of  French  observers  (Bordet,  Tchistovitch)  that 

*Pick'8  statements  regarding  the  specificity  of  bacterio-coainilins  are  in  direct  oppo- 
sition to  the  results  which  the  author  has  obtained  in  a  series  of  experiments  which  will  be 
referred  to  in  a  later  article. 

tThe  extracts  were  allowed  to  stand  at  room  temperature  or  in  cold  storage,  5-8'  C, 
for  from  2-24  hours  before  filtration. 


Digitized  by 


Google 


508  Chables  Nobbis 

the  bacterial  agglutinins  and  precipitins  are  distinct  substances. 
The  antiserum  of  the  B.  No.  1,  a  dextrose  fractor  belonging  to  the 
intermediate  "Durham"  or  hog  cholera  group,  precipitated,  it 
will  be  recalled,  in  high  dilutions,  not  only  the  filtrates  of  the 
various  species  of  this  group,  which  has  been  subdivided  into  two 
types,  corresponding  to  the  two  species  of  bacilli  isolated  by 
Schottmtiller,  and  known  as  "Seemann"  arid  "MftUer"  (Types 
A  and  B) ,  but  also  in  lower  dilutions  than  the  above,  the  following 
species,  namely,  the  B.  coli  Escherich  "non-saccharose  fractor," 
B.  typhi,  and  various  species  of  the  indefinite  dysentery  group. 

The  species  of  the  intermediate  group  of  the  Seemann  type,  to 
which  the  B.  No.  1  belongs — namely,  B.  "Seemann,"  B.  psitta- 
cosis, B.  Gushing,  B.  typhi  murium,  B.  icteroides — possess  marked 
agglutinative  affinities,  the  s|)ecies  agglutinating  with  high  dilu- 
tions of  anti-B.  No.  1  serum,  the  agglutinative  and  precipitative 
affinities  exhibiting  a  striking  parallelism.  The  species  of  the 
MtlUer  type  of  the  intermediate  group — namely,  B.  Schottmtiller, 
MtiUer,  B.  Gwyn,  and  B.  enteritidis  (type  determination  ?) — have 
slighter,  and  with  some  antisera  practically  no  agglutinative 
affinities.  The  precipitative  affinities  of  the  species  of  this  group, 
although  less  marked  than  those  of  the  species  of  the  "Seemann" 
type  (1-10-40  instead  of  1-80-150),  nevertheless  are  relatively 
of  a  higher  grade  and  are  more  general  than  are  their  corre- 
sponding agglutinative  affinities,  as  mentioned  above. 

Our  contention  as  to  the  distinctness  of  the  agglutinins  and 

precipitins  is  confirmed  by  our  observations  that  "several  anti-B. 

No.  1  sera  did  not  agglutinate  B.  typhi  or  the  B.  coli  (Escherich 

type),  although  these  sera  precipitated  copiously  the  typhoid  and 

colon  filtrates  in  dilutions  above  1-10,  but  not  in  dilutions  of  1-50. 

In  this  connection  the  agglutinative  and  precipitative  relationships  of 
antisera  doveloped  for  the  two  tyyes  of  bacilli  isolated  by  Schottmtiller,  for 
several  species  of  the  intermediate  and  dysentery  groups  are  of  interest.  The 
anti-*' Seemann "  serum  agglutinated  B  "Seemann"  1-100,000;  B.  paracolon 
[LibmannJ  and  B.  No.  1, 1-64,000 ;  B.  typhi  murium,  B.  psittacosis,  and  B. 
icteroides,  1-32,000 ;  B.  Gushing  and  a  hog  cholora  bacillus  designated  by 
Professor  Smith*  as  "motile,"  1-16,000;  and  the  following  species  which 
belong  possibly  to  the  Mailer  type  of  the  intermediate  group:   B.  "MQller," 

•  We  are  indebted  to  Professor  Theobald  Smith  for  his  motile  and  non-motile  species  of 
hoff  cholera,  both  cultures  being  dextrose  splitters  belonging  to  the  intermediate  group. 
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1-50  (large  motile  clumps  and  scanty  sedimentation,  negative  1-200,  micro- 
scopic method);  B.  Qwyn,  1-50,  negative  1-200 ;  and  B.  enteriditis,  1-200;  also 
the  following  species:  B.  suipestifer  (Kr^Ps)  (hog  cholera-Salmon-Smith), 
1-16,(XX) ;  B. suisepticus  (Kr&l's),  1-1,000 (?) ;  and  the  non-motile  species  of  hog 
cholera  of  Professor  Smith,  negative  1-50 ;  B.  dysenterise  "  Y "  Hiss,  1-250; 
B.  dysenterise  Kruse,  negative  1-50;  B.  coli  (Escherich),  1-100;  B.  typhi, 
1-100* 

Owing  to  unavoidable  circumstances  we  were  able  to  test  the  precipi- 
tating action  of  the  anti-Seemann  serum  upon  only  two  filtrates  of  the  species 
mentioned  above.  The  maximal  limit  of  precipitation  for  the  homologous  B. 
"Seemann"  filtrate  was  1-100,  for  the  B.  "MQller"  filtrate,  l-40.t  We  see 
again  illustrated  the  independence  of  the  agglutinating  and  precipitating 
activities  of  antisera,  the  "Seemann"  serum  precipitating  the  "MQller" 
filtrate  in  dilutions  of  1-40,  whereas  it  fails  to  agglutinate  the  B.  "  Mtlller  "  in 
dilutions  of  1-50,  the  homologous  bacillus  "  Seemann  "  being  agglutinated  in 
dilutions  of  1-10,000. 

With  the  anti-" MQller"  serum  the  following  observations  were  made: 
The  serum  agglutinated  B.  "MQller"  1-16-^,000,  and  B.  Gwyn  1-8-16,000, 
but  did  not  agglutinate  in  dilutions  of  1-50,  B.  "Seemann,"  B.  No.  1,  B. 
psittacosis,  B.  icteroides,  B.  typhi  murium,  B.  paracolon  Libman,  and  B. 
Gushing.  The  motile  species  of  Professor  Smith  were  positive  1-50,  negative 
1-500;  the  non-motile  species,  negative  1-50 ;  likewise  B.  enteriditis ;  B.  coli 
"  Elscherich,"  positive  1-500;  B.  typhi  murium,  positive  1-500;  B.  dysenteriae, 
"Y"  Hiss  and  B.  dysenteriae,  "Diamond"  Hiss,  both  negative  1-50;  B. 
dysenteriae,  Kruse,  positive  1-50. 

On  the  other  hand,  the  antiserum  developed  cloudiness  and  flocculi 
within  ten  hours  in  dilutions  of  1-10  in  the  following  filtrates  of  the  species 
above  mentioned,  which  it  did  not  agglutinate  in  dilutions  of  1-50:  B.  Schott- 
mQller  "  Seemann,"  B.  Gushing  B.  No.  1,  B.  psittacosis,  and  B.  dysenteriae 
"  Y  "  Hiss,  as  well  as  in  its  homologous  filtrates.J 

We  thus  see  that,  although  B.  No.  1  and  B.  SchottmQller  "  Seeman  "  cannot 

*The  tests  were  made  in  tubes  of  narrow  caliber  with  ai^ar  cultures  grown  for  24  hours 
at  37'  C,  suspended  in  normal  salt  solution,  lOc.c.  for  one  agar  culture,  readings  being  mar^e 
at  2, 10  and  19  hours.  Those  recorded  represent  the  extreme  limits  — microscopic  clumps 
seen  with  low-power  lens  at  19  hours.  Equal  parts  M  c.c.  of  emulsion  and  serum  dilution 
were  employed. 

t  The  filtrates  were  obtained  from  broth  cultures  of  similar  periods  of  incubation,  79 
days  at  37'  C. 

t  Although  the  writer  is  of  the  opinion  that  his  contention  as  to  the  distinctness  of  the 
bacterial  agglutinins  and  precipitins,  and  consequently  of  the  corresponding  substances 
(agglutinable  and  precipitable  substances),  has  been  placed  on  a  sound  basis,  nevertheless 
he  realizes  that  many  points  underlying  the  intimate  processes  of  agglutination  and  precipi- 
tation are  still  unknown.  To  illustrate,  the  following  agglutination  limits  of  an  anti-B. 
No.  1  serum  kept  in  cold  storage  for  two  years  and  greatly  concentrated  through  evaporation, 
may  be  cited : 

B.  No.  1, 1-40,003,  practically  complete  and  clear  at  eighteen  hours  at  37*  C;  microscopic 

clumps  seen  with  aid  of  hand  lens  at  1-60,000.    (No  proagglutinoid  zone  at  1-20.) 
B.  psittacosis:  complete,  1-20,000;  microscopic,  1-80,000. 
B.  Schottmttller  "Seemann":  complete,  1-40,000;  microscopic,  1-80,000. 
B.  SchottmOller  "MQller":  complete,  1^,000;  microscopic,  1-80,000. 
B.  Gushing:  complete,  1-8,000;  microscopic,  1-80,000. 
B.  Gwyn:  complete,  1-2,000;  microscopic,  1-80,000. 
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be  differentiated  by  their  agglutinative  reactidhs  or  biochemical  characters, 
they  nevertheless  develop  antisera  with  marked  agglutinating  differences 
indicating  differences  in  the  preci  pi  table  substances  of  the  two  species  of 
bacilli,  which  may  be  explained,  possibly,  by  the  multiplicity  of  their  precipi* 
table  substances,  or  of  their  haptophor  groups.  - 

The  following  observations  made  upon  the  agglutinating 
properties  of  the  anti-B.  No.  1  serum  for  the  typhoid  bacillus  are 
of  interest. 

An  anti-B.  No.  1  serum,  with  an  agglutinating  value  of  1- 
10,000,  agglutinated  the  typhoid  bacillus  in  dilutions  up  to  1- 
2,000;  another  anti-B.  No.  1  serum  agglutinated  the  same 
typhoid  bacillus  incompletely  in  dilutions  of  1-300;  whereas  a 
third  antiserum  failed  to  agglutinate  in  dilutions  above  1-10.  On 
the  other  hand,  three  different  antityphoid  sera  possessed  no  agglu- 
tinating properties  for  the  B.  No.  1,  although  the  three  antisera 
possessed  marked  precipitating  action  upon  the  filtrates  of  the 
B.  No.  1.* 

Observations  similar  to  those  recorded  above  concerning  the 
distinctness  of  the  two  substances  as  seen  by  the  non-parallelism 
of  their  activities,  expressed  in  terms  of  serum  dilutions,  were 
made  in  the  case  of  the  antityphoid  sera  which  in  dilutions  of 
1-10,  and  in  greater  dilutions  in  the  case  of  some  filtrates,  pie- 
cipitated  all  the  filtrates  of  the  species  belonging  to  the  colon- 
typhoid  group,  enumerated  in  the  text,  whereas  the  serum 
(1-20,000)  agglutinated  the  B.  enteritidis  (limit,  1-300),  the  other 
species  being  clumped  in  much  lower  dilutions  or  in  such  as 
approach  approximately  the  limits  of  normal  rabbit  sera. 

To  conclude:  an  anticolon  serum  (agglutinating  value,  1-250) 
precipitated  the  colon-filtrate  in  a  dilution  of  1-500;  and  in 
a  dilution  of  1-50  all  the  filtrates  of  the  colon-typhoid  group 
mentioned  above,  except  B.  Gwyn  and  B.  Schottmtiller  (Seemann). 

*Maiiy  obseryers  hare  called  attention  to  numerous  examples  of  the  specificity  of  the 
agglutinins  of  various  species  of  the  intermediate  group.  Durham,  Castellani,  and  other 
observers  have,  on  the  other  hand,  noted  numerous  examples  of  agglutinative  relationships 
between  the  members  of  the  colon-typhoid  group.  See  Bei«jakpf,  "  Ueber  Paratyphus> 
Erkrftnkungen."33 

The  reader  is  reforred  to  a  most  suggestive  article  upon  the  agglutination  affinities  of 
related  bacteria  by  Theobald  Smith  and  Reagh.^s  According  to  them,  **  there  exist  aggluti- 
nation relationships  between  the  pathogenic  groups  of  bacilli  which  ferment  dextrose 

This  relationship  is  not  brought  out  clearly  unless  the  agglutinative  limit  of  the  various 
cultures  is  worked  out  with  a  serum  agglutinating  its  specific  bacillus  in  dilutions  of  one  to 
one  thousand  and  above/' 
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On  the  other  hand,  the  serum  agglutinated  only  in  low  dilu- 
tions the  homologous  colon  cultures,  and  was  without  action  upon 
another  culture  of  B.  coli,  as  well  as  upon  the  intermediate  B.  No. 
1  and  the  B.  typhosus. 

A  consideration  of  these  observations  leads  us  to  the  conclu- 
sion that  the  bacterial  agglutinins  and  precipitins  are  distinct 
substances  which  owe  their  origin  in  the  serum  of  adapted  animals 
to  diflferent  bacterial  receptors  or  haptophor  groups.  According 
to  Ehrlich's  theory,  the  haptophor  groups  are  alone  responsible 
for  the  development  of  the  immune  bodies ;  hence  the  assumption 
that  the  substances  in  question  are  identical  would  leave  wholly 
unexplained  the  fact  that  an  antiserum  may  possess  precipitative 
affinities  of  a  high  degree  without  or  with  only  slight  agglutina- 
tive affinities  for  a  given  heterologous  species,  or  even  for  its 
homologous  species,  as  in  the  case  of  one  of  the  anticoli  sera, 
or  only  in  low  dilutions  with  the  other  sera.  On  the  other  hand, 
if  it  be  assumed  that  the  substances  owe  their  origin  to  different 
sets  of  receptors,  we  have  only  to  assume  that  the  haptophors 
(precipitable  substances)  which  give  rise  to  the  partial  precipitins* 
are  more  constantly  present  in  the  bacterial  cell  than  are  the  cor- 
responding haptophors  (partial  agglutinable  substances)  which 
give  rise  to  the  partial  agglutinins. 

VIII.    CONCLUSIONS. 

The  following  conclusions  may  be  drawn  from  our  researches: 

1.  The  normal  serum  of  the  rabbit  and  of  the  ox,  and  various 
antibacterial  rabbit  sera,  exert  no  precipitating  action  upon  the 
usual  peptone-salt  meat  infusions  "or  Liebig's  extract,"  broth  of 
slight  alkaline  or  acid  reaction. 

Normal  rabbit  serum  and  ox  serum  do  not  precipitate  bacterial 
broth  filtrates.  We  are  therefore  warranted  in  drawing  the  con- 
clusion that  bacterial  precipitins  are  absent  in  the  serum  of  the 
rabbit  and  of  the  ox. 

2  a)  The  sera  of  rabbits  adapted  respectively  to  four  species 
of  the  colon-typhoid  group,  which  species  are  distinguished  from 

*  Ehrlich  and  Morgenroth  have  assamed  the  existence  of  partial  hemolysins;  Dorham 
and  Wassennann,  of  partial  bacterial  agglutinins ;  and  von  Dungern,  of  partial  hemopre- 
cipitins. 
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each  other  by  definite  and  constant  biochemical  characters  — 
namely,  B.  ty})hosiis,  B.  No.  1,  a  member  of  the  hog-cholera  or 
intermediate  group  of  Durham,  B.  coli  communis,  "Escherich," 
and  B.  dysenteriae  Shiga  (New  Haven  "Duval") — precipitate 
not  only  their  homologous  filtrates,  but  also  the  filtrates  of  the 
species  above  mentioned,  as  well  as  the  filtrates  of  all  the 
species  of  the  colon-typhoid  group  which  were  tested  by  us; 
namely,  the  filtrates  of  B.  psittacosis,  B.  typhi  murium,  B.  enteri- 
tidis,  B.  icteroides,  B.  paracolon  Gwyn,  B.  paracolon  Gushing, 
B.  Schottmtiller,  "Mftller,"  and  "Seemann." 

The  reactions  obtained  by  the  sera  of  rabbits  adapted  to  one 
species  of  the  colon-typhoid  group  in  its  homologous  filtrate  and 
in  the  heterologous  filtrates  vary  in  the  time  of  onset  of  the  reac- 
tion, as  denoted  by  the  appearance  of  cloudiness,  and  in  the 
copiousness  of  the  precipitum  which  finally  develops,  cloudiness 
developing  more  quickly,  and  the  amount  of  precipitum  formed 
being  greater,  in  the  homologous  than  in  the  heterologous  fil- 
trates. These  diflferences  are  most  strikingly  exhibited  when 
actively  precipitating  antisera  are  tested  in  higher  dilutions; 
for  an  antiserum  invariably  precipitates  its  homologous  filtrate 
in  higher  dilutions  than  the  filtrates  of  heterologous  species — a 
fact  which  may  be  made  use  of  in  the  differentiation  of  bacterial 
sj)ecie8. 

The  precipitins  for  species  of  this  group,  cannot,  however,  be 
considered  sj)ecific  in  the  strict  sense,  but  rather  generic;  for, 
as  mentioned  above,  a  serum  adapted  to  one  species  precipitates 
in  low  serum  dilutions  the  filtrates  of  heterologous  species.  The 
bacterial  precipitins  may  thus  serve  to  indicate  genus  or  group 
relationship.  The  term  "specificity"  has  merely  a  quantitative 
and  not  a  qualitative  value,  and  should  be  applied  only  in  this 
broad  manner,  for  the  bacterial  precipitins. 

The  quantitative  differences  in  the  precipitating  action  of  the 
sj'ia  of  rabbits  which  have  been  adapted  to  various  species  of 
the  colon-typhoid  group  for  the  filtrates  of  homologous  and 
heterologous  species  of  this  group  are  best  explained,  we  believe,  at 
least  for  the  present,  by  the  assumption  that  mutual  bacterial 
receptors — precipitable  substances — exist  among  the  si)ecie8  of 
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one  group  of  bacteria,  which  receptors  give  rise  to  the  forma- 
tion of  partial  precipitins  in  the  sera  of  adapted  rabbits. 

b)  The  sera  of  rabbits  adapted  respectively  to  two  species  of 
the  group  of  Spirillaceae — namely,  Sp.  cholerae  asiae,  and  Sp. 
Metchnikovi — precipitate  not  only  the  homologous  filtrate,  but 
also  the  filtrates  of  the  other  species.  The  statements  made  above 
concerning  the  precipitins  of  the  colon-typhoid  group  would 
seem  to  apply  to  the  precipitins  developed  by  the  use  of  species 
of  the  genus  of  Spirillaceae. 

c)  In  regard  to  the  Coccaceae,  we  have  reason  to  believe  that 
precipitative  relationships  also  exist  between  certain  groups  of 
this  family,  for  slight  precipitates  were  developed  in  the  filtrates 
of  Staphylococcus  pyogenes  aureus  by  antipneumococcus  and 
antistreptococcus  sera. 

3.  Precipitative  relationships  between  species  belonging  to  one 
group  of  Bacteriaceae  for  those  of  diflferent  groups  of  the  same 
family,  or  for  those  of  different  families,  such  as  the  Coccaceae 
and  Spirillaceae,  as  a  rule,  were  found  not  to  exist.  Exceptions 
to  this  general  rule  were,  however,  noted.  Thus,  the  serum  of  a 
rabbit  adapted  to  a  species  of  one  group  (B .  prodigiosus)  may  pre- 
cipitate the  filtrates  of  many  diflferent  species  belonging  to  other 
groups  (colon-typhoid),  and  also  those  of  species  (Sp.  Metch- 
nikovi) of  a  diflferent  family  (Spirillaceae).  The  precipitative 
relationships  are,  however,  limited.  Thus  the  same  antiprodigi- 
osus  serum  had  no  precipitative  action  upon  filtrates  of  species 
(B.  proteus)  of  other  groups  of  the  same  family  (Bacteriaceae),  or 
of  a  diflferent  family  (Staphylococcus  pyogenes  aureus). 

These  facts  lead  us  to  believe  that  the  precipitin  reaction  may 
serve  to  detect  biological  relationships  between  various  groujis 
and  families  of  bacteria  analogous  to  those  which  Nuttall  and 
others  have  shown  to  exist  in  the  animal  kingdom. 

4.  From  a  consideration  of  the  agglutinative  relationships 
among  members  of  the  colon-typhoid  group  described  by  various 
observers,  and  from  our  limited  number  of  observations  and  of 
the  precipitative  relationships  described  in  our  paper,  the  follow- 
ing conclusion  may  be  safely  drawn:  The  precipitative  relation- 
ship between  various  species  of  one  group  of  bacteria  is  a  much 
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more  intimate  and  constant  one  than  the  agglutinative  relation- 
ship. The  correctness  of  this  assumption  is  supported  and 
emphasized  by  the  fact  that  the  reaction  of  precipitation,  as 
applied  to  bacterial  filtrates,  occurs  only  with  low  serum  dilutions 
— as  a  maximum  1-500,  but  usually  much  lower;  whereas  agglu- 
tination readily  occurs  with  thousandth  dilutions.  Furthermore, 
although  agglutination  and  precipitation  are  usually  closely 
associated  phenomena,  they  are  independent.  In  other  words, 
the  agglutinins  and  the  precipitins  are  distinct  substances. 

In  conclusion,  the  writer  desires  to  acknowledge  his  debt  of 
gratitude  to  Professor  T.  Mitchell  Prudden  and  to  Professor  Philip 
Hanson  Hiss,  for  much  help  and  many  suggestions  in  the  prep- 
aration of  this  article. 
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INTBODUOTION. 

In  connection  with  the  more  special  work  of  cultivating 
trypanosomes  various  observations  bearing  upon  the  life-history 
of  TV.  Lewisi  and  Tr.  Brucei  have  been  made.  These  two  forms 
have  been  widely  studied,  and  their  life-cycles  in  the  vertebrate 
host  appear  to  be  well  known.  The  transmission  of  TV.  Lewisi 
from  rat  to  rat  by  means  of  insect  parasites,  and  of  TV.  Brucei 
from  one  animal  to  another  by  means  of  the  Tsetse  fly,  has  been 
established.  What  changes  the  protozoa  undergo  in  these  insect 
hosts  is  an  interesting  problem  which  would  seem  worthy  of 
further  investigation.  The  recent  paper  of  Schaudinn"  in  which 
he  classifies  two  intracellular  hematozoa  as  Trypanosamata,  as  a 
result  of  having  found  trypanosome-like  stages  in  the  insect  host, 
would  indicate  the  existence  of  an  intracellular  stage  for  the  gen- 
erally recognized  trypanosomes  ahd  to  call  for  proof  that  this 
stage  has  not  been  overlooked.  Such  a  paper  from  so  eminent  an 
authority  is  sufficient  proof  of  the  uncertainty  which  still  obtains 
in  regard  to  the  complete  life-history  of  these  organisms.f  Our 
observations  do  not  touch  upon  this  problem,  but  have  been  chiefly 
confined  to  the  trypanosome  in  its  mammalian  host  and  in  artificial 
culture.  It  is  the  purpose  of  this  paper  to  bring  together  these 
observations  and  correlate  them  with  the  previous  work  upon  this 
subject. 

CLASSIFICATION. 

Doflein*  classifies  the  blood  parasite  discovered  by  Lewis" 

in  the  wild  rat  of  India  as  follows: 

Stem,  Protozoa. 

Sub-stem,  Plasmodroma. 
Class,  Mastigophora. 
Sub-class,  Flagellata. 

Family,  Trypanosomidse. 
Genus,  Trypanosoma. 

Species,  Trypanosoma  (Herpetosoma)  Lewisi. 

The  generic  identity  of  the  rat  trypanosome  with  that  of  the  frog, 
Trypanosoma  sanguinis^  Gruby,*  has  been  established  by  Laveran 

t  Since  this  paper  was  written  Novy  and  Mac  Neal  have  reached  conclusions,  based  on 
experiments  with  pure  cultures  of  bird  trypanosomes,  which  do  not  uphold  the  views  of 
Schaudinn.   The  results  obtained  will  probably  appear  in  the  next  number  of  this  Joubnal. 
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and  Mesnil,"  so  that  the  specific  name  Trypanosoma  Lewisi  may 
be  finally  accepted  for  this  organism. 

TRYPANOSOMA    LEWISI. 

For  the  study  of  its  life-history  there  are  several  excellent 
guides.  The  pioneer  work  of  Kabinowitsch  and  Kempner'*  has 
been  followed  up  by  Wasielewski  and  Senn,'**  and  by  the  researches 
of  Laveran  and  Mesnil,"  and  others  of  less  note. 

According  to  Lewis,  this  trypanosome  is  found  only  in  the  blood 
of  wild  rats,  Mus  decumanus  and  Mus  rufescens.  In  the  blood  of 
the  former  species  it  occurs  in  many  parts  of  the  world.  In  India, 
Lewis  found  29  per  cent,  of  the  wild  rats  infected  with  it.  Car- 
ter' at  Bombay  found  12  per  cent.,  and  Lingard,"  likewise  in 
India,  found  over  30  per  cent,  of  wild  rats  infected.  Crook- 
shank*  observed  the  trypanosome  in  25  per  cent,  of  London  rats 
examined  by  him.  K.  Koch*  at  Daressalam  found  10  infected 
rats  out  of  24  examined  (41.7  per  cent.).  Kabinowitsch  and 
Kempner"  reported  41.8  per  cent,  at  Berlin.  At  Paris,  Laveran 
and  Mesnil"  found  it  in  2  out  of  43  rats  examined  (4.7  per  cent.). 
Voges**  in  South  America  examined  numerous  rats  with  negative 
results.  Kouget^  at  Constantine  in  Algeria  failed  to  find  trypan- 
osomes  in  wild  rats.  They  were  found  also  by  Dutton  at 
Bathurst,  Senegambia;  by  Calmette  at  Lille,  and  by  Buard  at 
Bordeaux.  Francis  *  examined  60  wild  rats  from  different  parts 
of  Washington,  D.  C,  without  finding  the  parasite.  They  have 
been  found  at  Philadelphia,  Detroit,  Lincoln,  San  Francisco,  and 
Manila.  Of  107  rats  caught  in  Ann  Arbor  5  were  found  infected 
(4.67  per  cent.)."  These  five  rats  were  caught  at  different  times 
in  the  same  bam.  Lately  another  focus  of  the  infection  has  been 
found  here  in  a  certain  cellar.  It  is  interesting  to  note  in  this  con- 
nection that  Lewis  in  his  original  paper  called  attention  to  the 
focal  character  of  the  infection.  Others  seem  not  to  have  observed 
this  fact.  We  may  conclude  from  the  foregoing  that  the  distri- 
bution of  Tr.  Lewisi  is  as  wide  as  that  of  its  host. 

It  should  be  noted,  however,  that  TV.  Lewisi  is  by  no  means  the 
only  trypanosome  to  be  found  in  the  blood  of  the  wild  rat.  Thus 
in  India  it  is  said  that  the  rats  harbor  the  surra  trypanosome. 
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This  may  or  may  not  be  true,  for  the  only  fact  established  thus 
far  goes  to  show  that  the  trypanosome  present  is  pathogenic  for 
other  animals  than  the  rat,  in  which  respect  it  differs  from  Tr, 
Lewisi.  The  possibility  remains  that  several  species  of  trypano- 
somes  may  be  present  in  the  wild  rat.  No  identification  can  be 
considered  as  complete  without  a  full  study  of  the  morphological, 
structural,  pathogenic,  and  above  all  the  cultural  characteristics. 

Trypanosoma  Lewisi  does  not  multiply  indefinitely  in  the  rat, 
but  passes  through  a  short  period  of  multiplication  which  is  fol- 
lowed by  a  relatively  long  stage  in  which  the  organism  persists, 
but  without  any  increase  in  numbers;  further  multiplication  tak- 
ing  place  only  in  a  new  host.  In  a  few  instances,  particularly 
in  young  animals,  multiplication  of  the  parasite  continues  until 
the  death  of  the  rat  results.  The  fact  that  rats  may  die  of  this 
infection  was  first  observed  by  Wasielewski  and  by  Jtlrgens.'  In 
our  first  paper"  we  have  recorded  several  deaths  from  this  cause. 
In  general,  however,  the  host  survives  the  developmental  stage, 
and  the  trypanosomes  then  persist  in  the  blood  without  multiply- 
ing for  months,  and  gradually  diminish  in  number  and  disappear. 
In  one  white  rat  the  parasites  were  still  numerous  nine  months 
after  inoculation.  This  stage  corresponds  to  that  met  with  in 
Texas  fever  and  in  human  tick  fever,  where  the  protozoa  may  per- 
sist in  the  blood  of  the  animal  for  months  after  its  recovery. 

Transmission  to  a  new  host  can  take  place  by  the  bites  of  fleas 
and  lice.  Rabinowitsch  and  Kempner**  report  one  case  of  trans- 
mission by  fleas.  As  stated  in  our  first  paper  (loc.  cit),  we  have 
frequently  observed  trypanosomes  in  the  stomach  of  lice  fed  upon 
infected  white  rats.  In  one  instance  several  such  lice  were  trans- 
ferred to  a  fresh  young  rat  (February  4,  1904).  Positive 
infection  resulted,  numerous  trypanosomes  being  found  in  the  blood 
after  fourteen  days  and  persisting  for  five  weeks.  Microscopical 
examination  of  these  lice,  living  or  crushed,  frequently  reveals  the 
parasite,  but  no  stages  of  development  as  yet  have  been  made  out. 
It  seems  probable  that  the  louse  merely  carries  the  protozoon  from 
one  animal  to  the  other. 

Experimental  inoculation  is  carried  out  by  injecting  infected 
blood    intraperitoneally    or    subcutaneously.     Infection    usually 
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results  in  full-grown  white  rats,  and  almost  invariably  in  young 
rats.  For  old  rats  intraperitoneal  injection  of  a  large  dose  is  often 
necessary  to  produce  the  desired  result.  The  multiplication  at 
the  point  of  injection  is  of  doubtful  importance*  It  is  certain 
that  the  trypanosomes  quickly  gain  entrance  to  the  blood  stream, 
and  that  the  real  multiplication  occurs  there.  They  may  be 
readily  found  in  the  blood  four  hours  after  intraperitoneal  injection 
of  a  large  dose,  and  such  individuals  resemble  in  every  respect 
the  trypanosomes  injected.  If  dividing  forms  are  present  in  the 
injected  material,  they  continue  to  divide,  and  a  rich  blood 
infection  is  quickly  produced.  If,  on  the  other  hand,  only  adult 
trypanosomes  are  injected,  the  first  dividing  forms  are  found  on 
the  fourth  day,  and  the  cessation  of  division  occurs  correspond- 
ingly later. 

In  the  adult  stage  (Plate  III,  Fig.  1)  Tr.  Lemsi  is  27-28 /a 
long,  whip  included,  and  1|-2/a  wide.  Unlike  the  dividing  forms, 
the  whole  body  takes  part  in  the  undulating  movement.  By  the 
Romanowsky  method  or  its  various  modifications,  this  stage  stains 
much  less  readily  than  do  the  division  forms.  On  comparison,  the 
protoplasm  stains  a  much  lighter  color  and  the  mottling  with 
colorless  areas  is  more  apparent.  The  posterior  tip  in  particular 
is  often  feebly  stained.  This  is  in  marked  contrast  to  the  readiness 
with  which  the  division  forms  take  the  dye.  In  well-stained 
preparations  of  the  adult  stage  the  parasites  are  all  of  the  same 
type.     The  length  is  very  constant. 

The  smaller  chromatin  body,  which  has  been  designated  by 
several  names,  such  as  basal  body,  micronucleus,  centrosome,  and 
blepharoplast,  is  situated  about  8  or  4  /a  from  the  sharp  posterior 
tip.  It  measures  1  /a  in  length  by  §  /a  in  width,  and  is  placed 
transversely,  extending  across  the  entire  width  of  the  cell  at  this 
point.  The  flagellum  at  times  appears  to  originate  in  this  body, 
but  the  study  of  more  favorable  specimens  clearly  shows  an  achro- 
matic space  between  them,  as  has  been  pointed  out  by  Laveran 
and  Mesnil.  That  there  is  an  intimate  and  firm  connection,  how- 
ever, cannot  be  doubted,  for  these  structures  often  remain  attached 
•together  when  all  the  rest  of  the  cell  has  disintegrated.  The 
flagellum   extends   in  a  rather  smooth  curve,  along  the  convex 
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border  of  the  parasite,  supporting  the  nndnlating  membrane,  and 
is  prolonged  about  7  /a  beyond  the  anterior  tip  of  the  body  as  a 
free  whip. 

At  approximately  11  m  anterior  to  the  blepharoplast  is  found 
the  nucleus;  this  also  is  oval  in  form,  measuring  2^ /a  by  l^Mj 
with  the  long  axis  longitudinal.  In  structure  it  presents  a  chro- 
matin network  in  a  lighter  nucleoplasm.  At  times  a  grouping  of 
the  chromatin  into  twelve  chromosomes  is  apparent. 

After  injection  into  a  new  host,  this  adult  form  is  found  with- 
out any  perceptible  change  for  three  days.  Whether  in  every 
case  it  first  enlarges  and  then  divides,  or  begins  division  at  once 
to  form  the  small  type  of  trypanosome,  is  not  certain,  as  the  large 
and  small  forms  appear  in  the  peripheral  blood  simultaneously  on 
the  fourth  day.  It  seems  probable,  however,  that  enlargement 
precedes  division.  This  is  the  case  in  culture.  We  may  assume 
that  the  injected  trypanosome  first  enlarges  and  tends,  to  some 
extent,  to  lodge  in  the  internal  blood  capillaries,  whence  its 
smaller  progeny  can  more  readily  escape.  Aided  by  the  constant 
high  internal  temperature,  the  development  of  such  lodged  forms 
would  proceed  a  little  more  rapidly  than  in  those  freely  circulat- 
ing in  the  blood  stream.  An  examination  of  streak  preparations 
of  the  internal  organs  of  rats  at  the  end  of  the  third  day  after 
inoculation  often  shows  a  larger  proportion  of  developmental 
forms  than  does  the  blood,  although  the  number  of  trypanosomes 
present  is  not  greater  than  the  blood  content  would  account  for. 
This  has  been  noticed  more  particularly  in  the  case  of  the  adrenal. 
But,  be  that  as  it  may,  the  fact  remains  that  the  large  and  the 
small  forms  appear  in  the  peripheral  blood  of  the  tail  at  the  same 
time. 

In  their  pioneer  work  upon  this  subject,  Kabinowitsch  and 
Kempner'^  described  three  modes  of  multiplication:  longitudinal 
division,  transverse  division,  and  segmentation.  Wasielewski  and 
Senn,"  by  study  of  living  preparations  and  by  employing  au 
improved  staining  method,  were  able  to  show  that  the  differences 
in  arrangement  of  nuclei  of  the  dividing  cells,  which  was  for  the 
former  workers  a  characteristic  distinction  between  longitudinal* 
and  transverse  division,  were  due  to  manipulation.     Likewise  they 
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showed  conclusively  that  the  characteristic  feature  of  the  segmen- 
tation, namely,  "that  division  was  initiated  only  after  loss  of  the 
undulating  membrane  and  flagellum  and  the  rounding  up  of  the 
parasite,^'  did  not  exist  in  reality,  and  that  Eabinowitsch  and 
Kempner  had  been  deceived  by  the  stain  employed.  They 
thus  established  unequal  longitudinal  division  as  the  only 
method  of  multiplication  of  TV.  Lewisi^  and  showed  that  apparent 
differences  were  nonessential  variations  of  this  one  process. 

Laveran  and  Mesnil*'  recognized  two  modes  of  multiplication: 
unequal  longitudinal  division  (Group  a),  and  rosette  formation 
(Group  6) — a  simultaneous  division  into  several  coequal  daughter- 
cells,  no  mother-cell  being  distinguishable.  They  were  inclined 
to  regard  this  latter  as  a  variety  of  longitudinal  division  rather 
than  as  a  segmentation. 

Eabinowitsch  and  Kempner^  in  a  later  contribution  accept 
Wasielewski  and  Senn's  corrections  for  the  most  part,  but  still 
maintain  that  the  rosette  formation  is  a  distinct  mode  of  multipli- 
cation, and  that  the  mother-cell  is  not  to  be  recognized  in  such 
rosettes. 

Our  observations  in  regard  to  the  division  of  TV.  Letvisi  are 
similar  to  those  of  Wasielewski  and  Senn.  The  characteristic 
feature  of  the  Group  b  of  Laveran  and  Mesnil  does  not  exist  in 
reality.  Unbroken  multiplication  rosettes  show  the  mother-cell 
(Plate  XIV,  Fig.  2),  and  even  when  broken  up,  the  division  of 
the  separate  elements  continuing,  is  still  essentially  unequal,  as 
appears,  in  the  same  figure.  It  is  only  more  difficult  to  dis- 
tinguish between  whips  which  have  formed  in  rapid  succession 
than  between  one  of  these  and  the  old,  full-grown  whip.  The 
essential  inequality  is  always  there,  as  must  follow  from  the  fact, 
as  will  be  shown,  that  the  whip  multiplies,  not  by  division,  but  by 
new  formation. 

Beginning  then  with  the  adult  stage,  we  may  say  that  the  pro- 
toplasmic body  increases  in  length,  breadth,  and  thickness,  and 
in  staining  power  (Plate  XIII,  Fig.  3).  The  flagellum  does  not 
elongate,  but  becomes  thicker  and  more  readily  stainable.  The 
blepharoplast  elongates  slightly,  the  nucleus  becomes  larger  and 
less  definitely  outlined,  and  its  chromatin  more  loosely  arranged^ 
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so  that  often  the  nucleus  is  almost  concealed  by  the  densely 
staining  protoplasm.  The  blepharoplast  and  the  nucleos  approach 
each  other.  In  a  living  preparation  this  form  is  seen  as  a  wide 
stiff  spindle  drawn  along  by  the  rapid  vibratory  motion  of  its 
relatively  short  flagellum.  The  motion  is  markedly  different  from 
that  of  the  adult  type.  It  may  be  worth  noting  that  the  whip, 
though  relatively  short,  is  by  actual  measurement  of  the  same 
length  as  that  of  the  adult  trypanosome. 

Division  begins  in  the  blepharoplast  and  flagellum,  less  fre- 
quently in  the  nucleus,  and  then  only  in  the  later  stages  of  infec- 
tion. It  is  frequently  possible  to  make  out  the  so-called  division 
of  the  flagellum  before  that  of  the  elongated  blepharoplast  is 
apparent.  The  split  appears  to  extend  along  the  whip  to  about 
its  middle,  at  which  point  the  daughter-whip  breaks  out  to  one 
side  and  is  shorter  than  the  other.  The  flagellum  really  does 
not  split,  but  the  shorter  whip  grows  anew  from  a  base  near  the 
blepharoplast  (Plate  XIII,  Fig.  3).  This  fact  is  often  apparent 
in  blood  stains,  and  has  been  proved  in  the  case  of  2V.  Briicei  by 
dissolving  away  the  sheath  of  the  flagella  by  alkaline  sodium 
phosphate,  in  which  case  the  short  new  whip  is  seen  free  with  a 
pointed  end,  as  in  Plate  XV,  Fig.  4.  In  general  the  new  flagellum 
is  in  relation  with  the  more  posterior  of  the  two  separating 
daughter-blepharoplasts.     The  nucleus  divides  directly. 

The  division  of  the  protoplasm  is  assisted  by  the  lashing  of 
the  free  flagella.  The  two  resulting  cells  remain  attached  longest 
at  their  posterior  tips.  Each  daughter-cell  proceeds  to  further 
division  without  waiting  to  enlarge,  for  an  undetermined  number 
of  times,  and  the  resulting  cells  are  very  small,  10-15 /a  in  length 
or  even  smaller.  The  larger  one  which  retains  the  old  whip 
usually  proceeds  to  its  second  division  more  rapidly  than  the  other. 

The  small  cells  which  result  from  these  repeated  divisions 
(Plate  XIV,  Fig.  7)  possess  all  the  structure  of  the  adult  trypano- 
some. The  blepharoplast  and  nucleus  lie  close  together,  but  rap- 
idly separate  as  the  cell  elongates.  The  undulating  membrane  is 
a  rather  rudimentary  fold  of  the  outer  protoplasm,  which  elongates 
as  the  chromatin  bodies  separate.  Various  stages  in  the  growth 
of  these  small  forms  are  seen  in  Plate  XIV,  Fig.  3,  which  also 
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serves  to  illustrate  the  variety  of  size  which  TV.  Lewisi  presents 
during  its  developmental  stage  in  the  rat. 

In  culture  on  blood  agar  TV.  Letvisi  may  give,  rise  to  much 
smaller  forms.  Cells  with  a  body-length  of  5  or  6/4  are  common 
(Plate  XIV,  Fig.  8),  and  smaller  forms,  2  or  3/!i  in  length,  have 
been  frequently  seen.  Such  cultures  after  passage  through  a 
Berkefeld  filter  still  infect  rats. 

In  the  first  days  of  the  developmental  stage  the  daughter-cells 
separate  as  soon  as  formed,  but  later,  about  the  sixth  to  the  eighth 
day,  they  tend  to  remain  attached  at  their  posterior  tips  while 
continuing  to  divide,  thus  forming  rosettes  of  four,  eight,  sixteen, 
or  even  more  cells.  The  eight-cell  rosettes  are  quite  common  (Plate 
XIV,  Fig.  2).  Their  formation  is  due  to  the  increasing  diiEculty 
in  division,  which  is  associated  with  a  gradually  increasing  sticki- 
ness of  the  trypanosome  body  and  indicates  a  beginning  antago- 
nistic action  on  the  part  of  the  host.  Finally,  about  the  ninth  or 
tenth  day,  dividing  forms  are  no  longer  found,  the  trypanosomes 
assuming  the  slender  form  of  the  adult  type. 

At  this  time  occurs  a  more  or  less  marked  agglutination  of  the 
trypanosomes.  The  posterior  tips  become  very  sticky  and  readily 
attach  themselves  to  blood  corpuscles  or  to  each  other.  Two  try- 
panosomes touching  at  their  posterior  tips  stick  and  remain  in 
contact  in  spite  of  the  apparent  effort  to  free  themselves.  Others 
catch  by  their  posterior  tips  at  or  near  this  junction,  and  thus 
agglutinations  of  a  hundred  or  more  cells  may  be  formed.  In 
some  rats  all  the  trypanosomes  are  gathered  into  such  agglutina- 
tion rosettes  at  one  time.  In  most  cases,  however,  only  a  small 
number  of  the  parasites  are  found  agglutinated  at  any  one  exam- 
ination. After  a  day  or  two  the  trypanosomes  are  again  single 
and  often  as  numerous  as  before,  but  gradually  decrease  till  finally 
after  several  weeks  they  disappear  entirely.  In  rare  cases  this 
agglutination  results  in  the  sudden  disappearance  of  all  the  para- 
sites. The  phenomenon  may  be  considered  as  a  peculiar  reaction 
of  the  trypanosomes  to  an  immunity  on  the  part  of  the  host.  It 
is  less  marked  in  the  more  susceptible  young  rats. 

The  contact  of  the  two  agglutinated  trypanosomes  is  not  merely 
at  the  extreme  posterior  tips,  as  described  by  Laveran  and  Mesnil," 
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but  most  frequently  the  tips  overlap  each  other  somewhat  (as  in 
Plate  XVI,  Fig.  5),  resembling  the  figures  which  Plimmer  and 
Bradford"  hc^ve  given  as  conjugations  of  TV.  Brucei,  Changes  in 
the  smaller  chromatin  body,  which  they  call  the  micronucleus,  are 
difficult  to  make  out  and  their  interpretation  is  necessarily  doubt- 
ful. At  this  stage  and  under  high  magnification,  this  body 
always  presents  a  bilobed  or  hour-glass  appearance.  In  stains  of 
blood  containing  the  agglutination  rosettes  many  of  the  trypano- 
somes  are  separated  in  the  act  of  spreading  the  film.  In  some 
instances  fragmentation  of  the  blepharoplast  is  distinct  and  cer- 
tain, two  or  three  chromatin  bodies  of  unequal  size  being  found 
at  the  posterior  tip.  We  shall  return  to  these  problematical  obser- 
vations later  under  the  subject  of  conjugation. 

As  stated  above,  the  trypanosomes  after  agglutination  separate 
again,  as  a  rule,  and  continue  single  in  the  blood  for  some  timow 
These  adult  forms  are  distinctly  different  from  the  dividing  forma 
The  constant  size,  the  feeble  staining  power  of  the  protoplasm,  and 
the  compact  and  sharply  outlined  nucleus  are  in  strong  contrast 
with  the  features  presented  by  the  dividing  forms  and  mark  this 
as  a  distinct  type  of  the  organism.  In  the  later  stages  of  infec- 
tion this  adult  type  may  be  found,  though  rarely,  undergoing  a 
slow  and  apparently  greatly  ret€U"ded  longitudinal  division.  We 
have  observed  this  condition  as  late  as  the  one  hundred  and  tenth 
day  of  the  infection.  The  trypanosomes  in  this  case  are  larger 
than  the  others  and  contain  two  nuclei,  one  anterior  to  the  other. 
They  are  quite  different  in  appearance  from  the  dividing  cells  of 
the  developmental  stage. 

In  the  final  destruction  of  these  trypanosomes  Laveran  and 
Mesnil  assign  phagocytosis  the  chief  rOle.  By  injecting  trypano- 
somes into  the  peritoneal  cavity  of  guinea  pigs  immunized  to  this 
organism,  and  subsequently  examining  the  peritoneal  fluid,  they 
were  able  to  find  various  stages  of  ingestion  of  the  protozoa  by 
the  leucocytes.  We  have  attempted  to  confirm  this  by  a  similar 
procedure.  Instead  of  a  phagocytosis,  however,  we  could  find 
evidence  only  of  the  immobilization  and  gradual  solution  of  the 
trypanosomes  in  the  peritoneal  fluid.  Stains  made  from  time  to 
time  showed  the  protoplasm  of  the  parasites  paler  than  before, 
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until  finally  it  seemed  to  have  dissolved.  The  process  appeared 
to  be  quite  analogous  to  that  met  with  in  the  well-known  Pfeiflfer's 
phenomenon.  In  other  words,  the  trypanosomes  disappear  as 
the  result  of  the  presence  and  action  of  cytolytic  agents  rather 
than  by  phagocytosis. 

CULTURE   OF    TRYPANOSOMA    LEWISI. 

The  development  of  Tr.  Lewisi  may  be  followed  a  little  more  closely  in 
vitro  than  in  the  living  host,  but  the  study  is  complicated  by  the  presence  of 
degenerating  and  dying  forms.  The  difficulty  in  obtaining  good  stains  offers 
another  serious  obstacle.  The  great  advantage  lies  in  the  fact  that  the 
changes  which  take  place  in  the  living  cell  may  be  watched  under  the  micro- 
scope. The  Ranvier  slide  is  the  most  satisfactory  for  this  purpose,  as  it  gives 
a  thin  layer  between  slide  and  cover,  provides  some  air  supply,  prevents  desicca- 
tion, and  may  be  rendered  free  from  contaminating  organisms.  Obviously  very 
thin  cover-glasses  should  be  employed,  so  as  to  permit  the  use  of  the  oil-immer- 
sion objective.  The  slide  and  cover-glass  are  first  sterilized  by  flaming,  then  a 
ring  of  vaseline  is  applied  around  the  outer  edge  of  the  circular  well.  A 
loopful  or  two  of  the  fresh  condensation  fluid  from  a  blood-agar  tube  is  then 
placed  in  the  center  of  the  slide,  after  which  a  loopful  of  the  culture  is  added ^ 
and  the  whole  is  covered  with  the  sterile  cover-glliss.  The  study  of  such 
preparations  was  made  in  a  warm  room,  kept  at  a  constant  temperature  o£ 
30"*  C.  Under  these  conditions  the  trypanosom^  in  the  preparations  remain 
alive  and  can  be  kept  under  observation  for  two  or  three  days. 

A  tube  of  the  proper  blood  agar,^^  inoculated  with  a  drop  of  blood  rich 
in  adult  forms  of  Tr.  Lewisi^  is  capped  and  set  aside  at  30°.  From  time  to 
time  a  loopful  of  the  condensation  fluid  is  removed  for  study.  Within  a  few 
hours  the  trypanosomes  are  found  agglutinated  into  small  bunches  of  two,, 
four,  or  more  ceUs,  all  of  which  are  very  actively  motile.  No  further  change 
is  apparent  until  the  third  day.  Then  dividing  forms  are  found,  large  and 
small  individuals  and  rosettes  of  four  to  one  hundred  cells. 

In  from  three  to  four  weeks  the  culture  becomes  quite  rich,  and  various 
peculiar  forms  are  met  with,  particularly  round  granular  bodies  of  different 
sizes,  whose  formation  may  be  watched  under  the  microscope.  They  result 
from  the  contraction  and  rounding  of  an  active  long  form,  motion  diminishing 
at  the  same  time.  Frequently  two  or  more  trypanosomes  lying  near  each 
other  coalesce  to  form  one  large  sphere  from  which  a  corresponding  number  of 
whips  extend  out  in  various  directions  and  lash  feebly  for  some  time. 
Repeated  observation  of  such  forms  under  the  microscope  has  shown  that 
they  eventually  lose  all  motion.  These  motionless  round  bodies  might  be 
considered  as  fertilized  cysts,  or  something  of  that  nature,  from  their 
method  of  formation,  were  it  not  for  the  negative  experiments  in  cultivation 
and  inoculation.  Thus,  repeated  transplantation  of  different  cultures  rich  in 
these  forms,  but  free  from  motile  trypanosomes,  has  always  failed  to  produce 
another  culture.  Again,  inoculation  of  animals*  with  such  material  has 
yielded  equally  negative  results.  They  must  therefore  be  considered  as  dead 
and  degenerated  forms. 
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After  growth  for  a  year  or  so  on  artificial  media  the  trypa&osome  seems 
to  adapt  itself  to  the  new  conditions.  Frequently  tubes  are  found  in  which 
veritable  colonies  can  be  seen  upon  the  surface  of  the  blood  agar  above  the 
level  of  the  condensation  fluid.  These  are  moist,  raised,  and  glistening  white. 
At  first  they  were  mistaken  for  bacterial  colonies,  but  microscopic  examina- 
tion showed  a  mass  of  active  trypanoeomee  in  various  stages  of  growth  and 
degeneration. 

CELL-DIVISION   OP   TB.    LEWISI    IN   CULTUBE. 

A  Ranvier  slide  preparation  was  made  by  mixing  one  loopful  of  an  actively 
growing  culture  with  two  loops  of  fresh  condensation  fluid  from  a  blood-agar 
tube,  and  studied  in  the  warm  room  at  a  constant  temperature  of  30"  C.  A 
careful  survey  of  the  whole  slide  was  first  made  by  means  of  a  mechanical 
stage,  and  the  location  of  probable  divisional  forms  noted.  Division  is  best 
observed  in  the  small  rosettes  of  four  cells.  These  have  practically  no  pro- 
gressive motion,  and  yet  are  simple  enough  for  each  cell  to  be  clearly  seen 
and  followed  throughout.  After  going  over  the  whole  slide  a  certain  speci- 
men was  selected  and  kept  under  constant  observation,  hasty  sketches  being 
made  from  time  to  time  as  changes  were  observed. 

In  one  experiment  a  rosette  of  five  cells  was  selected  (Plate  I,  Fig.  1). 
The  cells  in  this  case  possessed  little  motion  and  were  attached  together 
loosely  at  their  central  tips.  Sometimes  a  cell  would  appear  entirely  free  for 
a  time  and  later  become  attached  again.  All  of  the  changes  were  slow 
enough  to  be  easily  followed,  and  there  was  no  tendency  in  the  group  under 
observation  to  move  any  distance.  A  definite  whip  could  be  made  out  only  on 
one  cell,  the  largest.  The  others  appeared  to  have  no  whips,  or  at  most  a  short 
stub.  They  possessed  a  slow  swaying  motion.  When  observation  was  begun 
at  8:25  A.  m.,  one  cell  (Fig.  1  a),  was  rounded  and  an  indication  of  a  division 
line  was  already  present.  A  second  cell,  c,  was  also  somewhat  shortened. 
Five  minutes  later  the  division  line  in  a  was  more  certain  and  a  transparent 
line  had  appeared  in  c.  Five  minutes  later,  at  8:35  a.  m.,  the  two  parts  of  a 
had  separated  so  as  to  leave  no  doubt,  c  was  certainly  dividing,  and  another 
cell,  d,  was  growing  thicker  and  shorter.  The  next  five  sketches  were  made 
at  intervals  of  three  minutes.  At  8:41  a.  m.  (Fig.  5)  the  two  daughter-cells 
of  a  were  lengthening,  c  was  completely  divided,  and  d  showed  a  faint 
division  line.  The  fourth  cell,  e,  was  beginning  to  shorten  and  thicken.  At 
8:55  A.  M.  (Fig.  9)  the  three  cells,  c,  d,  and  e,  were  all  dividing,  and  the  two 
daughter-cells  of  a  had  lengthened  and  become  quite  actively  motile.  The 
next  sketch  (Fig.  10),  made  fifteen  minutes  later,  at  9: 10  a.  m.,  indicates  the 
altered  position  due  to  their  activity.  At  9:39  a.  m.  (Fig.  12)  the  divisions  were 
completed,  and  the  rosette,  now  consisting  of  nine  cells,  was  being  actively 
twisted  about  by  the  increasing  motion  of  its  parts.  The  motion  became  so 
confusing  that  it  was  impossible  to  follow  any  one  cell  with  certainty.  Three 
hours  later,  however,  it  was  possible  to  count  at  least  twelve — sometimes 
there  seemed  to  be  fourteen  —  cells  in  the  rosette.  It  appears,  therefore, 
from  this  that  in  cultures  the  Tr.  Lewisi  may  divide  in  an  hour  and  proceed  to 
a  second  division  within  four  hours.  Multiplication  in  the  body  must  be 
more  rapid  than  this,  for  here  we  were  working  with  a  temperature  of  only 
30°  C,  not  to  mention  other  unfavorable  conditions. 
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The  position  of  the  flagella  in  these  rosettes  was  a  puzzle  for 
a  long  time.  They  are  not  to  be  seen  on  the  peripheral  ends  of 
the  cells  except  in  rare  cases,  and  then  only  in  the  very  small 
rosettes.  Rarely  they  can  be  seen  directed  centrally  in  the 
living  preparation,  and  the  peculiar  motility  of  the  cells,  as  if 
they  were  attached  to  each  other  by  narrow  waving  stalks,  suggests 
this  position.  However,  th0  center  of  a  rosette  is  not  distinctly 
seen  in  the  living  preparation,  and  one  cannot  be  certain  that  the 
whips  are  there.  Opposed  to  this  is  the  undoubted  fact  that  the 
dividing  rosettes  in  the  living  blood  have  their  flagella  on  the 
periphery.  To  settle  this  point  it  was  necessary  to  stain  the 
whips,  which  was  accomplished  by  the  use  of  strong  Roma- 
howsky-Nocht  mixtures.**  The  resulting  preparations  are  some- 
what dirty  in  appearance,  but  they  show  conclusively  that  the 
whips  are  central  in  direction  (Plate  XIV,  Fig.  4).  The  nucleus 
and  blepharoplast  are  seen  close  together  near  the  center  of  the 
cell.  The  flagellum  is  heavily  stained  and  extends  from  near  the 
smaller  chromatin  body  toward  the  center  of  the  rosette,  where 
it  is  attached  to  the  whips  of  the  other  cells.*  We  may  consider 
such  a  mass  to  arise  by  successive  divisions  of  a  single  cell,  the 
new  flagellum  remaining  attached  to  or  entangled  with  the  old, 
while  the  cell-body  has  completely  divided.  It  is  interesting  to 
note  in  this  connection  that  Schaudinn"  has  observed  rosettes 
with  centrally  directed  whips  in  the  mosquitoes  infected  with  the 
halteridium,  Hemoproteus  noctucB.  These  he  interpreted  as 
agglutinations. 

The  cell-division  is  not  exactly  equal.  One  daughter-cell 
always  projects  slightly  beyond  the  other  during  division,  and 
when  they  have  separated  there  is  a  difference  in  size — often 
very  slight,  however.  This  inequality  is  best  seen  in  a  single 
dividing  cell  which  has  become  caught  in  some  way.  Such  a  cell 
which  was  found  adhering  to  the  cover-glass  in  a  Ranvier  prep- 
aration, with  only  its  whip  free  and  moving,  was  carefully 
watched.  When  first  observed,  the  cell-body  was  oval  in  form 
and  measured  9  by  4|  m.     It  shortened  a  little  more,  and  in  the 

*In  the  recent  publication  of  Laveran  and  Mesnil  (TrypanoaomeB  el  Trypatioeomiaaea, 
Paris,  June,  1901,  p.  77),  which  appeared  since  this  paper  was  written,  the  authors  describe 
and  illustrate  this  rosette  formation. 
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course  of  fifteen  minutes  a  second  short  whip  was  observed  at  the 
base  of  the  old  one,  and  a  division  line  was  apparent  in  the  ante- 
rior half  of  the  body.  Here  on  account  of  the  fixed  position  of 
the  object  the  inequality*  of  the  two  daughter-cells  was  easily  seen. 
Moreover,  it  is  a  fact  that  the  difference  in  size  is  really  more 
marked  in  the  case  of  a  dividing  large  free  cell  than  is  the  case 
for  the  smaller  cells  composing  a  rosette.  After  another  thirty 
minutes^  observation  the  division  was  completed  except  for  the 
attachment  at  the  posterior  tips. 

Attempts  to  carry  out  similar  observations  upon  dividing  forms 
taken  from  the  living  host  have  failed.  The  change  from  living 
blood  to  blood-agar  condensation  fluid  under  a  cover-glass  put  a 
sudden  stop  to  all  division.  Cells  caught  in  the  very  act  of  divi- 
sion made  no  visible  progress,  although  the  preparations  remained 
alive  for  two  days.  Jtlrgens,^  however,  appears  to  have  demon- 
strated that  there  is  an  actual  increase  in  numbers  in  cover-glass 
preparations. 

TBYPANOSOMA    BBUCEI. 

The  etiological  factor  in  the  Tsetse-fly  disease  or  Nagana  of 
Africa  was  discovered  in  1895  by  Bruce*  in  Zululand.  He  con- 
sidered the  parasite  as  either  identical  with  or  closely  resembling 
that  observed  by  Evans  in  India.  Kanthack,  Durham,  and 
Blandford*  in  their  report  upon  this  disease  give  a  preliminary 
description  of  the  protozoon.  Plimmer  and  Bradford*  in  their 
preliminary  note  named  the  organism  Trypanosoma  Brucei, 
They  outlined  a  very  complicated  life-history,  including  conjuga- 
tion, formation  of  amcsboid  bodies,  etc.,  besides  multiplication  by 
longitudinal  and  transverse  fission.  Laveran  and  Mesnir**  first 
clearly  recognized  the  longitudinal  division  of  the  parasite  and 
established  it  as  the  only  method  of  multiplication  in  the  mam- 
malian host.  They"  regard  the  conjugation  described  by  Plimmer 
and  Bradford  as  merely  an  agglutination  phenomenon,  and  failed 
to  find  such  agglutination  in  freshly  drawn  Nagana  blood,  but 
only  after  it  had  been  some  time  out  of  the  body.  When  the 
trypanosome  blood  was  mixed  with  physiological  salt  solution 
faintly  acidulated  with  acetic  acid,  they  observed  the  rapid  for- 
mation of  agglutinations  and  their  disintegration  into  granular 
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dead  material.  On  the  other  hand,  weak  solution  of  soda  pre- 
vented agglutination.  Plimmer  and  Bradford'*  in  a  later  report 
confirm  the  division  process  as  described  by  the  French  workers, 
abandon  their  transverse  division,  but  still  cling  to  their  plasmodial 
and  amoeboid  types.  In  this  later  paper  they  also  describe  and 
figure  two  special  types  of  the  organism — the  large  hyaline  try- 
panosome,  with  feebly  staining  protoplasm  and  sharply  outlined 
nucleus  (Plate  XVII,  Fig.  2),  and  the  very  granular  type  with  its 
protoplasm  full  of  deeply  staining  granules  (Plate  XVII,  Fig.  1). 
All  these  investigators  used  trypanosomes  descended  from  those 
brought  to  England  from  Zululand  in  a  living  dog  by  Dr.  Wag- 
horn  in  1896. 

Martini"  found  Tr.Brucei  in  the  blood  of  a  Barba  pony  brought 
from  Togo  to  the  zoological  garden  at  Berlin.  Employing  this 
material,  he  has  confirmed  the  multiplication  stages  described  by 
Laveran  and  Mesnil. 

The  virus  which  we  have  employed  was  obtained  by  Dr.  Novy 
through  the  kindness  of  Dr.  Thomas,  of  the  Liverpool  School  of 
Tropical  Medicine,  and  is  the  same  as  that  used  by  the  English 
and  French  workers.  It  has  served  for  the  cultivation  experi- 
ments elsewhere  described.*' 

In  rats  and  mice  this  parasite  produces  death  in  from  two  to  ten 
days,  according  to  the  amount  of  infective  material  injected. 
Development  appears  to  proceed  uninterruptedly,  as  a  rule,  from 
the  time  of  inoculation  until  the  blood  is  literally  swarming  with 
the  protozoa,  when  death  occurs.  Sometimes  there  is  an  inter- 
ruption to  the  progress  of  the  disease.  The  rat,  rarely  the  mouse, 
sometimes  acquires  a  resistance,  and  the  parasites  actually  decrease 
in  number.  This  is  only  temporary,  however;  the  vigorous  mul- 
tiplication soon  returns  and  death  invariably  results.  In  these 
cases  the  disease  is  somewhat  longer,  lasting  twelve  to  fifteen 
days. 

In  guinea  pigs  and  rabbits  the  resistance  is  usually  more 
marked.  The  parasites  may  become  very  numerous,  and  then 
diminish  until  the  micfoscope  no  longer  reveals  their  presence  for 
long  periods.  They  may  thus  increase  and  diminish  in  number 
several   times.       However,    death    always   finally   results.       Our 


Digitized  by 


Google 


532  Wabd  J.  Mac  Nbal 

guinea  pigs  have  died  in  from  ten  to  sixty  days,  rabbits  in  from 
twenty  to  forty  days. 

We  have  observed  only  one  type  of  multiplication,  unequal 
longitudinal  division.  There  is  a  preliminary  enlargement,  so 
that  the  dividing  cell  is  both  longer  and  thicker  than  the  average. 
The  division  process  begins  in  the  blepharoplast  and  flagellum, 
being  apparent  first  in  the  latter,  as  a  rule.  The  division  of  Tr. 
Brucei  is  essentially  the  same  as  that  of  Tr.  Lewisi.  The  great 
apparent  difference  is  due  to  three  things.  First,  Tr.  Brucei  is  con- 
tinually dividing,  growth  and  multiplication  going  hand  in  hand; 
as  soon  as  a  cell  gets  a  little  larger  than  the  average  it  divides 
into  two.  In  the  rat  trypanosome,  on  the  other  hand,  the  cell 
grows  very  large  before  division  is  initiated.  Then  successive 
divisions  take  place  rapidly,  growth  fails  to  keep  pace,  and  hence 
very  small  forms  result.  Second,  the  Nagana  parasite  does  not 
shorten  and  lose  its  motion  during  division  to  any  such  extent  as 
is  seen  in  the  rat  parasite.  Lastly,  there  is  no  sticking  together 
of  the  daughter-cells  to  form  multiplication  rosettes  of  Tr.  Brtwei, 

As  to  whether  the  flagellum  really  splits  into  two,  for  part  or 
the  whole  of  its  length,  or  the  new  whip  just  grows  out  with  its 
peripheral  end  closely  applied  to  the  old  one,  is  hard  to  decide 
from  the  ordinary  preparations.  In  stains  of  Nagana  blood  it 
appears  actually  to  split,  the  forking  of  the  old  flagellum  being 
very  distinct.  According  to  Laveran  and  Mesnil,***  the  whip  splits 
to  the  end  of  the  undulating  membrane  and  at  times  throughout 
its  whole  length.  During  the  course  of  a  series  of  experiments  to 
test  the  effect  of  various  salt  solutions  upon  Tr.  Bnicei  certain 
observations  were  made  which  throw  an  important  light  upon  this 
question.  One-fourth  of  a  cubic  centimeter  of  a  molecular  solu- 
tion of  the  normal  sodium  phosphate  was  added  to  0.75  c.c.  of 
defibrinated  rabbit's  blood.  To  this  mixture  adrop  of  freshly 
drawn  defibrinated  rat  blood  rich  in  Tr.  Brucei  was  added.  After 
five  minutes,  microscopic  examination  showed  many  trypanosomes 
with  the  actively  motile  whips  separated  from  the  body  except  for 
their  attachment  near  the  blepharoplast.  At  the  end  of  thirty 
minutes  stained  preparations  were  made,  and  it  is  in  these  that 
the  true  relations  of  the  new  whip  formation  seem  to  have  been 
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found.  The  alkaline  phosphate  dissolves  away  the  undulating 
membrane  which  sheathes  the  flagellum,  and  this  is  then  set  free. 
The  early  stages  of  division  in  which  the  flagellum  appears  to  be 
branched  near  the  blepharoplast,  present  in  these  preparations 
two  entirely  separate  flagella,  one  of  which  is  very  short  with  a 
tapering  tip  (Plate  XV,  Fig.  4).  It  would  seem,  therefore,  that  the 
division  of  the  old  whip  is  apparent  and  not  real,  and  that  its  sheath 
forms  a  path  of  least  resistance  for  the  new  whip  to  grow  out  into. 
The  new  flagellum  is  formed  entirely  anew  from  the  blepharoplast, 
and  not  by  a  division  of  the  original  whip,  as  has  been  heretofore 
supposed.  This  corresponds  to  the  observations  which  have  been 
made  on  the  flagellum  formation  in  the  case  of  JV.  Lewisi. 

As  the  new  flagellum  grows  the  blepharoplasts  separate,  the 
one  in  relation  with  it  moving  posterior  to  the  other,  as  if  the 
active  whip  growth  pushed  its  base  backward  and  its  tip  forward 
at  the  same  time.  The  indefinitely  outlined  nucleus  divides 
directly  into  anterior  and  posterior  portions.  The  separation  of 
the  flagella  from  each  other  produces  two  undulating  membranes 
which  unite  at  the  point  of  contact  of  the  whips.  As  this  point 
is  pushed  farther  forward,  the  two  undulating  membranes  come 
to  occupy  the  opposite  lateral  borders  of  the  cell,  and  a  lighter 
line  of  thinner  protoplasm  appears  running  down  the  middle 
between  them  (Plate  XV,  Fig.  2).  Such  cells  are  often  seen  in 
the  living  preparation.  The  final  division  of  the  protoplasm 
takes  place  along  this  lighter  line  in  such  a  way  that  the  posterior 
tip  of  the  mother-cell  goes  with  the  new  whip  and  the  greater 
part  of  the  anterior  protoplasm  with  the  old  whip.  As  the  con- 
necting band  between  the  daughter-cells  weakens  they  tend  to 
slip  on  each  other,  the  posterior  one  becoming  more  posterior,  and 
in  this  way  the  cells  separate  from  each  other,  the  complete 
division  being  facilitated  by  the  actively  motile  flagella.. 

Multiple  divisions  are  not  uncommon,  three  blepharoplasts, 
whips,  and  nuclei  being  present  in  one  large  cell  at  the  same  time. 
Simultaneous  division  into  four  is  rare.  As  a  rule,  the  daughter- 
cells  separate  and  enlarge  before  dividing  again,  so  that  there  is 
not  the  remarkable  difference  in  size  seen  in  the  case  of  Tr. 
Lewisi, 
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When  the  protozoa  are  numerous  in  the  blood  three,  more  or 
less  distinct,  types  can  be.  recognized  by  the  variation  in  the 
amount  of  granulation.  The  first  or  ordinary  type  presents  a 
narrow  body  with  a  large  elongated  oval  nucleus  occupying  the 
whole  width  of  the  body.  The  outline  of  the  nucleus  is  indefinite. 
The  protoplasm  stains  deeply  and  contains  granules  which  stain 
like  the  nucleus  or  somewhat  darker.  These  are  found  in  the 
protoplasm  anterior  to  the  nucleus,  few  posterior  to  it. 

Far  less  numerous  are  the  larger  faintly  staining  forms  (Plate 
XVII,  Fig.  2).  In  these  the  protoplasm  is  free  from  granules  and 
stains  a  clear  pale  blue.  The  nuclei  are  compact,  round,  sharply 
outlined,  and  do  not  occupy  the  whole  width  of  the  cell.  In  staining 
character  they  bear  a  suggestive  resemblance  to  the  rat  trypano- 
somes  undergoing  solution  in  the  peritoneal  fluid  of  the  immunized 
guinea  pig.  If  stained  preparations  are  made  from  the  blood  of 
a  Nagana  mouse  at  intervals  before  and  after  death,  the  stages  of 
disintegration  of  the  protozoa  may  be  studied.  The  nucleus  of 
the  trypanosome,  dying  under  these  conditions,  becomes  spherical; 
its  protoplasm  becomes  progressively  more  feebly  staining,  and 
finally  dissolves,  leaving  the  round  nucleus  by  the  side  of  the 
flagellum.  The  blepharoplast  remains  attached  to  the  latter. 
From  this  it  would  seem  that  the  large  hyaline  forms  of  Plimmer 
and  Bradford  are  really  dying  and  dissolving  in  the  living 
blood. 

The  third  or  very  granular  type  is  somewhat  more  rare,  as  a 
rule.  Plimmer  and  Bradford  at  first  considered  them  to  be 
trypanosomes  which  had  just  completed  the  act  of  conjugation, 
but  in  their  later  paper  they  are  inclined  to  question  the  correct- 
ness of  this  view.  Thus  far  there  is  no  very  definite  evidence  in 
regard  to  their  origin  or  meaning.  It  seems  probable  that  some 
of  them  are  degenerating  forms  as  somewhat  similar  cells  are 
found  in  old,  dying  cultures. 

Although  not  so  marked  as  in  the  case  of  Tr,  Lewisi,  yet 
agglutination  of  the  Nagana  trypanosome  does  occur.  Collections 
of  from  two  to  five  cells  are  readily  found  in  the  freshly  drawn 
blood  of  the  unusually  resistant  rats  previously  mentioned,  this 
phenomenon  being  associated  with  a  diminution  in  the  number  of 
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parasites  present.     A  similar  agglutination  is  also  associated  with 
the  reduction  in  number  of  the  parasites  in  guinea  pigs. 

Outside  the  body,  agglutinations  readily  form,  and  this  tend- 
ency is  much  increased  by  the  presence  of  acids  or  acid  salts. 
Laveran  and  Mesnil  noted  the  marked  effect  of  minute  additions 
of  acetic  acid.  Similar  results  are  obtained  with  sodium  hydro- 
gen sulphate  and  sodium  metaphosphate.  Stained  preparations 
of  agglutinated  material  show  peculiar  changes  in  the  attached 
posterior  ends  of  the  trypanosomes,  especially  interesting  being 
the  appearance  of  the  blepharoplast.  These  will  be  discussed 
later  under  the  head  of  conjugation. 

GULTUKE   OF   TB.    BBUOEI. 

The  Nagana  parasite  may  be  grown  in  vitro  by  a  procedure  analogous  to 
that  used  for  the  rat  trypanosome.*^  The  results  obtained  have  been  pub- 
lished in  two  papers.*^  A  somewhat  detailed  discussion  of  the  proper  medium 
was  given  at  the  last  meeting  of  the  Michigan  Academy  of  Science.'^  In 
general,  it  may  be  said  that  the  Nagana  trypanosome  is  more  exacting  in  its 
requirements,  and  that  its  cultivation  is  more  difficult  than  in  the  case  of 
the  rat  parasite.  For  isolation  from  the  living  animal  a  nutrient  agar  of  the 
following  composition  is  prepared  : 

Extractives  of  125  g.  chopped  beef  in  distilled  water    1000  c.c. 

Agar 20  g. 

Pepton -20g. 

Common  salt 5g. 

Normal  solution  Na,COa 10  c.c. 

The  agar  thus  prepared  is  distributed  into  tubes  or  small  Erlenmeyer 
flasks  and  sterilized  in  the  autoclave.  To  one  volume  of  the  sterile  melted 
agar,  cooled  to  about  60°  C,  two  volumes  of  naturally  sterile  defibrinated 
rabbit's  blood  are  added,  thoroughly  mixed,  and  allowed  to  solidify.  Tubes 
are  allowed  to  solidify  in  the  inclined  position ;  flasks  upright.  Into  the 
small  amount  of  liquid  which  collects  upon  the  surface  of  the  blood  agar, 
pure  Nagana  blood  is  inoculated,  and  here  development  takes  place. 

Examination  in  a  few  hours  will  show  many  small  agglutinations  of  from 
two  to  six  cells,  many  trypanosomes,  however,  remaining  single.  Careful 
daily  microscopic  examinations  for  the  next  fifteen  days  may  show  various 
forms  and  changes  leading  to  the  death  of  the  trypanosomes.  The  formation 
of  round  bodies,  the  mis  en-boules  of  Laveran  and  Mesnil,  may  be  readily 
followed.  The  body  of  a  trypanosome  contracts  into  a  spherical  mass  with 
its  whip  extending  out  and  retaining  a  feeble  motion  for  some  time.  Fre- 
quently two  or  more  cells  lying  near  each  other  are  seen  to  coalesce  into  a 
large  sphere  with  a  corresponding  number  of  whips.  That  these  are  death 
changes  is  indicated  by  the  failure  of  such  round  bodies  to  infect  animals  or 
to  give  rise  to  another  culture  when  transplanted  to  fresh  medium.    There 
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is  a  steady  diminution  in  the  number  of  protozoa  until  about  the  tenth  to 
fifteenth  day,  when  it  is  often  an  endless  search  to  find  one  under  the  micro- 
scope. The  disappearance  may  be  final  and  the  attempted  culture  a  failure. 
In  many  cases  they  reappear  between  the  twentieth  and  thirtieth  day,  and 
Qan  then  be  successfully  transplanted.  In  the  most  favorable  first  genera- 
tions the  trypanosomes  can  easily  be  found  microscopically  and  an  increase 
in  number  is  then  apparent  as  early  as  the  tenth  day.  Transplantation  from 
the  first  generation  has  been  successful  when  made  as  early  as  the  fourteenth 
day  and  as  late  as  the  fifty -second  day.  After  an  active  multiplication  of 
from  four  to  fifteen  days  the  number  again  diminishes,  and  the  protozoa 
disappear  finally  at  about  the  fiftieth  day,  often  earlier. 

For  the  succeeding  cultures  inoculated  from  this  first  generation,  a  blood 
agar  with  four  times  as  much  meat  extractives  is  employed.  Upon  this  the 
growth  is  more  rapid  and  abundant,  although  subsequent  degeneration  and 
death  is  also  hastened.  The  transplantation  is  performed  by  transferring  a 
drop  of  the  condensation  fluid  by  means  of  a  sterile  Pasteur  pipette.  The 
cultures  may  be  grown  at  room  temperature,  but  a  constant  temperature  of 
25°  C.  is  more  satisfactory. 

DIVISION    OF   TB.    BBUCEI. 

Banvier  slide  preparations  of  a  growing  culture  of  Tv,  Brucei  were  made 
and  studied  in  the  warm  room  in  the  same  way  as  in  the  case  of  the  rat 
trypanosome  culture.  Here  the  study  was  more  difficult,  this  trypanosome 
being  much  more  sensitive  and  readily  ceasing  all  activity  under  the  condi- 
tions necessary  for  the  experiment.  The  small  rosettes,  which  in  the  case  of 
Tr.  Lewisi  are  quiet  enough  for  observation,  are  here  so  active  that  the  slide 
must  be  continually  moved  to  follow  them.  The  preliminary  shortening  of 
the  cell  before  division  is  not  apparent,  and  for  that  reason  it  is  more  difficult 
to  select  suitable  cells  for  observation.  It  was  necessary  to  select  a  cell, 
largely  at  random,  and  to  watch  it  continuously  for  any  change.  Naturally, 
large  cells  might  be  expected  to  divide  sooner  than  small  ones.  As  the  result 
of  a  week  spent  in  the  warm  room  cell-division  was  twice  observed,  once  in  a 
cell  of  a  small  actively  traveling  rosette,  and  once  in  a  large  single  cell 
attached  by  its  posterior  tip  to  a  mass  of  blood  corpuscles. 

A  slide  preparation  of  an  actively  growing  culture  was  made  at  8 :  55  a.  m. 
After  going  over  the  whole  preparation,  using  the  mechanical  stage,  a  rosette 
of  three  cells  was  selected  as  the  most  promising,  because  one  of  the  cells 
composing  it  was  somewhat  larger  than  either  of  the  others.  The  large  cell, 
a,  was  overlapped  for  its  posterior  one-third  by  the  posterior  end  of  cell  6, 
the  whips  extending  free  in  opposite  directions.  Cell  c  was  wound  spirally 
around  the  junction  of  a  and  b,  its  whip  extending  laterally.  The  large  cell 
by  its  active  whip  overcame  the  exertions  of  cell  b  in  the  other  direction,  so 
that  the  whole  rosette  traveled  constantly  in  its  direction ;  the  third  cell,  c, 
by  its  position  produced  a  constant  spiral  rotation  of  the  rosette.  Observa- 
tion was  begun  at  9 :  41  a.  m.  At  2  p.  m.  a  second  whip  was  seen  on  cell  a, 
very  short  and  close  to  the  old  one,  although  its  presence  was  not  certain. 
At  3  p.  M.  there  was  no  longer  any  doubt.  A  new  whip  was  there  and  very 
active.     In  another  half-hour  it  was  much  larger  and  the  division  had 
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extended  into  the  cell-body  for  some  distance.  The  split  progressed  some- 
what farther,  but  at  4 :  30  p.  m.  the  motility  decreased,  and  the  outlines 
between  the  cells  became  indistinct,  and  at  5  p.  m.  all  three  cells  had 
coalesced  into  one  spherical  body,  one  of  the  whips,  that  belonging  to  cell 
6,  still  retaining  slight  activity. 

The  second  observation  of  division  was  made  upon  a  single  cell  (Plate  II, 
Fig.  1).  The  slide  was  prepared  at  9 :  30  a.  m.  The  cell  was  selected  on 
account  of  its  large  size  and  relatively  fixed  position,  and  the  observation 
was  begun  at  10:30  a.  m.  It  was  then  an  unusually  thick  cell  with  a  long 
cylindrical  posterior  tip  and  a  very  active  flagellum.  By  its  posterior  tip  it 
was  attached  to  a  mass  of  blood  corpuscles,  so  there  was  no  progressive 
motion.  The  cell  is  represented  in  Plate  II,  Fig.  1.  At  6  p.  m.  a  second  whip 
seemed  at  times  to  be  present  on  one  side  of  the  cell,  and  at  8 :  55  p.  m.  its 
presence  was  no  longer  in  doubt  (Fig.  2).  At  8 :  52  the  next  morning  this  whip 
was  longer,  and  the  division  of  the  cell-body  could  be  indefinitely  made  out  by 
focusing  (Fig.  3).  An  hour  later  the  outline  of  two  cells  was  distinct  and 
certain,  the  smaller  one  lying  beneath  and  anterior  to  the  larger.  Both  were 
very  active.  From  the  large  size  of  the  upper  cell  a  second  division  was 
expected  to  occur  soon.  The  specimen  was  therefore  kept  under  observation, 
but  all  activity  ceased  at  6  p.  m. 

A  careful  examination  of  the  rosettes  of  Tr.  Brucei  in  culture 
shows  them  to  be  made  up  of  cells  stuck  together  in  this  relation 
— that  is,  by  their  adjacent  sides — one  cell  being  slipped  forward 
on  the  other,  as  it  were.  We  can  conceive  therefore,  of  the 
rosettes  arising  by  consecutive  divisions  of  this  kind.  In  these 
rosettes  the  whips  are  directed  outward,  in  marked  contrast  to  the 
culture  rosettes  of  Tr.  Lewisi.  This  fact,  it  may  be  well  to  note, 
corresponds  to  Schaudinn's  observation  on  the  life-cycle  of  the 
"leucocytozoon,"  in  which  case  the  trypanosomes  which  develop 
in  the  gut  of  the  mosquito  often  agglutinate  with  their  whips 
directed  outward. 

THE  TOXIN  OF  TB.  BBUCEI. 

Kanthack,  Durham,  and  Blandford'  showed  that  the  blood 
serum  from  which  the  abundant  trypanosomes  had  been  removed  by 
filtration  had  no  specific  toxic  effect,  and  that  enormous  doses  of 
blood  swarming  with  the  protozoa  produced  no  immediate  symp- 
toms. Rich  Nagana  blood  kept  for  several  days  until  the  protozoa  had 
disappeared  from  it  was  likewise  without  toxic  effect.  From  these 
and  other  similar  experiments  they  regard  the  blood  as  free  from 
specific  poison.  The  successful  cultivation  of  this  organism 
opened  up  a  new  way  in  which  to  attack  this  problem.     Cultures 
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which  have  developed  at  25°  C.  may  be  readily  deprived  of  living 
trypanosomes  by  exposure  for  five  days  to  a  temperature  of  34°  C. 
The  whole  condensation  fluid  from  four  flasks  (J  c.c.)  treated  in 
this  manner  was  injected  into  the  peritoneal  cavity  of  a  white 
mouse  weighing  22  g.,  without  any  apparent  ill  effect.  Another 
mouse  of  about  the  same  size  was  injected  with  |  c.c.  of  the  con- 
densation fluid  from  four  flasks  grown  at  25°  for  fifteen  days,  and 
then  exposed  to  34°  for  two  days.  This  material  still  contained 
actively  motile  trypanosomes.  The  animal  survived,  and  when 
inoculated  three  weeks  later  with  virulent  Nagana  blood  died  in 
six  days.  These  experiments  indicate  that  TV.  Brucei  produces  no 
powerful  stable  toxin. 

In  the  course  of  some  attempts  to  immunize  guinea  pigs  to 
this  disease  we  have  obtained  some  evidence  of  the  probable 
presence  of  a  toxin.  The  first  two  or  three  subcutaneous  injec- 
tions of  attenuated  cultures  have  little  local  effect.  A  rise  in 
temperature  and  a  loss  in  weight  are  observed.  After  several 
protective  inoculations  the  quickness  of  reaction  on  the  part  of 
the  animal  is  increased.  The  temperature  rises  within  a  few 
hours  after  the  injection,  the  animal  shows  signs  of  pain  at  the 
point  of  inoculation,  and  often  lies  down.  After  a  few  days  a 
hard  eschar  forms  at  this  point.  This  dries  and  sloughs  off  after 
a  week  or  two,  and  the  resulting  ulcer  heals  with  scar  formation, 
after  which  the  animal  entirely  recovers.  Subsequent  injections 
produce  similar  effects.  The  more  or  less  complete  general 
immunity  is  then  an  important  factor  in  this  intense  local  poison- 
ing, and  seems  to  indicate  that  the  toxin  becomes  active  upon  the 
destruction  of  the  trypanosome  cells  in  the  body  of  the  living  host. 

CONJUGATION. 

In  a  recent  publication  Prowazek  *"'  announces  in  a  few  lines 
the  observation  of  ^conjugation  in  Tr.  Brucei  without  giving  any 
definite  description  of  the  process.  Keviewing  the  question  of  a 
sexual  process  among  flagellates  in  a  later  publication,  he*'  points 
out  the  lack  of  information  on  this  point.  Regarding  as  conjuga- 
tion only  those  fertilization  processes  in  which  two  cells  take  part, 
the  positive  cases  are  few  indeed. 

Schaudinn*^"  describes  macrogamete  and  microgamete  forms  of 
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the  halteridium,  Hemoproteus  nocfncv,  which  he  reclassifies  as  a 
trypanosoma,  and  the  union  of  these  forms  to  produce  an  ookinete. 
Whether  this  protozoon  is  properly  classified  as  a  trypanosome 
may  well  be  questioned.  At  any  rate,  nothing  corresponding  to  his 
macrogametes  and  microgametes  or  to  their  precursors,  the  game- 
tocytes,  has  ever  been  described  in  the  cycles  of  such  well-known 
and  representative  forms  as  Tr,  Lswisi  and  Tr,  Brucei. 

The  conjugation  described  by  Plimmer  and  Bradford  has  been 
regarded  as  erroneous  by  the  continental  workers,  and  the  idea 
that  the  smaller  chromatin  body  is  merely  a  base  for  the  flagellum 
seems  to  be  the  most  widely  accepted  view  at  the  present  time. 
However,  the  observations  of  Plimmer  and  Bradford  of  changes 
in  this  body  during  the  so-called  agglutination  of  the  trypano- 
somes  are  readily  confirmed.  Stained  preparations  made  of  the 
tail  blood  of  a  mouse  in  a  dying  condition  were  found  to  be 
particularly  rich  in  these  couples.  The  contact  is  not  merely  at 
the  extreme  tips,  but  there  is  an  overlapping  of  the  two  ends,  and 
very  often  such  intimate  contact  that  most  careful  examination  at 
a  magnification  of  three  thousand  diameters  fails  to  find  any  line 
of  separation.  There  appears  to  be  complete  fusion  and  continuity 
of  protoplasm  between  the  cells.  One  naturally  looks  carefully 
for  signs  of  unusual  activity  on  the  part  of  the  smaller  chromatin 
body  under  these  circumstances.  These  bodies  frequently  lie 
very  close  together  in  these  couples,  sometimes  in  such  intimate 
relation  that  they  appear  as  one  body  under  the  greatest  magnifi- 
cation. In  other  cases  the  two  bodies  lie  close  to  each  other  and 
appear  to  be  connected  by  a  lighter  band,  as  in  Plate  XVI,  Fig.  3. 
Again  a  tetrad  of  four  blepharoplasts  may  be  found  at  the  junc- 
tion, and  it  is  impossible  to  determine  to  which  cell  they  may 
belong  (Plate  XVI,  Fig.  4).  Such  double  trypanosomes  are  so 
numerous  in  the  blood  of  the  dying  mouse  that  often  three  or  four 
of  them  are  to  be  found  in  every  field  of  the  microscope.  They 
would  seem  to  indicate  an  actual  conjugation  eflFected  by  changes 
in  the  blepharoplast  or  micronucleus,  as  Plimmer  and  Bradford 
call  it.  It  is  impossible  to  be  certain  of  such  a  process  merely 
from  study  of  stained  preparations,  however.  The  question 
appears  worthy  of  further  study. 
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In  the  rat  trypanosome  the  blepharoplast  usually  has  a  bilobed 
appearance  in  stains  made  from  blood  containing  agglutinations. 
Rarely  actual  fragmentation  of  this  body  into  equal  portions  is 
seen.  Exchange  of  material  from  one  cell  to  another  has  not  been 
demonstrated. 

CONCLUSIONS. 

1.  The  division  of  trypanosomes  is  not  exactly  longitudinal,  but 
always  more  or  less  oblique  in  direction.  The  whip  does  not 
divide,  but  a  new  one  is  formed  in  each  division.  There  is  only 
one  type  of  division  in  the  mammalian  host  and  in  cultures  on 
blood  agar.  The  process  has  been  observed  throughout  under 
the  microscope  in  the  case  of  JV.  Lewisi  and  Tr.  Brucei. 

2.  The  destruction  of  trypanosomes  in  the  blood  is  due  to  a 
cytolytic  action  of  the  blood  plasma  rather  than  to  actual  phago- 
cytosis. The  solution  of  Tr,  Brucei  in  the  later  stages  of  Nagana 
probably  sets  free  the  toxin,  aud  thus  produces  the  characteristic 
symptoms  and  death.  This  accounts  for  the  remarkable  fact  that 
in  some  cases  the  blood  may  be  swarming  with  the  protozoa  with- 
out marked  symptoms  on  the  part  of  the  host,  and  again  another 
animal  may  die  from  the  eflFects  of  relatively  few  trypanosomes  in 
the  blood.  Human  trypanosomiasis  is  an  example  of  the  latter 
class. 

3.  The  culture  rosettes  of  Tr,  Lewisi  have  their  flagella  directed 
centrally,  while  those  of  Tr,  Brucei  are  more  irregular,  but  as  a 
rule  the  whips  are  on  the  periphery. 

4.  The  agglutination  of  trypanosomes  is  often  associated  with 
changes  in  the  smaller  chromatin  body,  suggesting  an  isogamic 
conjugation. 

This  work  has  been  supported  by  the  grant  of  a  Fellowship  in 
the  Rockefeller  Institute  for  Medical  Research.  It  has  enjoyed  the 
constant  direction  and  tireless  supervision  of  Professor  Novy,  who 
has  been  the  mind  and  spirit  of  the  investigations.  I  appreciate 
it  a  high  honor  to  be  allowed  to  express  my  indebtedness  to  him. 
I  am  also  indebted  to  Dr.  J.  F.  Eastwood  for  assistance  in  the 
preparation  of  the  photomicrographs,  and  to  Professor  Huber  for 
many  valuable  suggestions. 
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EXPLANATION  OF  PLATES  XI-XVII. 
Plate  XI.— Division  op  Tr.  Lewibi  ik  Culture. 

Fio.  1.— Culture  rosette;  living  preparation  on  Ranvier  slide;  at  8:25  a.m. 

Fig.  2.— Same  at  8:90  a.  m.    Two  cells  are  in  process  of  division. 

Fio.  3.-8:35  a.  m.:  Cell  a  has  divided,  d  is  beginning  to  shorten. 

Fio.  4.-8:38  a.  m.:  Cell  d  is  shortening  rapidly. 

Fig.  5.-  Sketched  at  8: 41  a.  m. 

Fig.  C— 8:44  a.  m.:  The  daughter-cells  of  a  have  elongated  and  become 
actively  motile.    The  flagella  are  not  definitely  seen. 

Fig.  7.-8:47  a.  m.:  Cell  e  is  shortening. 

Fig.  8.— 8:50  a.  h.:  Cell  b  has  become  motionless  and  evidently  dead. 

Fig.  9.-8:55  a.  m.:  Three  of  the  cells  are  in  process  of  division. 

Fig.  10.-9:10  a.  m.:  The  increasing  motility  of  the  lengthening  cells  has 
altered  the  relative  positions  of  the  cells. 

Fig.  11.— 9:28  a.  m.:  The  motility  of  the  rosette  is  increasing.  Cell  b  con- 
tinues motionless. 

Fig.  12.-9:39  a.  m.:  All  the  daughter-cells  have  elongated  and  become 
active,  measuring  now  about  10/i  in  length. 

Magnified  about  1,400  diameters. 

Plate  XII.-  Division  op  Tr.  Brucbi  in  Culture. 
Fig.  1.-10:30  a.  m.:  A  large  cell  fixed  by  its  posteiior  tip. 
Fig.  2.-8:55  p.  m.:  A  second  whip  has  formed. 

Fig.  3.— Next  day  8:52  a.  m.:  The  new  whip  is  larger  and  more  active. 
Division  of  the  protoplasm  is  apparent  on  focusing. 

Fig.  4.—  10  a.  m.:  Complete  division  can  be  made  out  by  focusing. 
Magnified  about  2,000  diameters. 

Plate  XIII.— Tr.  Lewisi. 

The  microphotographs  were  all  taken,  with  exception  of  Fig.  3,  Plate  XIV, 
at  a  magnification  of  3,000  diameters,  and  the  reproductions  are  about  three- 
fourths  of  the  original  size. 

Fig.  l.—Tr,  Lewisi^  adult  stage;  blood  of  rat  fifteen  days  after  inocula- 
tion. 

"    Fig.  9.— Anomalous  form   frequently  found  during  the  developmental 
stage;  in  blood  of  a  rat,  six  days  after  inoculation.. 

Fig.  3.— Cell  enlarged  preparatory  to  division;  a  new  whip  beginning  to 
grow  out  from  its  base  near  the  blepharoplast,  the  latter  not  yet  divided. 

Fig.  4, — Later  stage,  two  distinct  whips,  blepharoplasts  and  nuclei,  two 
more  whips  forming  from  the  elongated  blepharoplasts. 

Plate  XIV.— Tr.  Lbwisl 

Fig.  1. — Four-cell  stage,  each  cell  in  process  of  further  division.  This 
specimen  has  been  crushed  in  spreading  so  as  to  destroy  the  outlines  of  the 
cells,  a  common  occurrence. 

Fig.  2.— Eight-cell  rosette.  Note  the  long  original  or  parent  whip  on  one 
of  the  cells.  Several  of  them  show  a  second  whip  growing  out  preparatory 
to  a  further  division. 
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Fio.  3.— Diflferent  stages  in  the  growth  of  the  small  to  the  large,  dividing 
form,  in  rat  blood  six  days  after  inoculation.  X  1,500,  but  reduced  three- 
fourths. 

Fig.  4.— Rosette  of  Tr,  Lewisi  in  culture  on  blood  agar.  Note  the  central 
direction  of  the  flagella. 

Plate  XV.— Tr.  Brucei. 

Fio.  1.— Large  and  small  form.  The  small  cell  is  the  product  of  a  recent 
division;  the  large  one  is  preparing  to  divide. 

Fio.  2.— Division  into  two.  Note  the  projection  of  one  cell  posterior  to 
the  other.    A  third  whip  is  forming. 

Fio.  3.— Later  stage,  one  cell  about  to  separate. 

Fio.  4. — Early  stage  of  division  showing  independent  growth  of  the  new 
whip.  The  undulating  membrane  has  been  dissolved  away  by  alkaline 
phosphate  solution. 

Plate  XVI.— Tr.  Brucei. 

Fio.  1.— Agglutination  of  two  similar  trypansomes. 

Fio.  2.— Two  cells  in  intimate  contact  with  only  one  blepharoplast  to  be 
made  out.    Conjugation  ? 

Fio.  3. — Another  couple  showing  the  blepharoplasts  apparently  connected 
by  a  chromatin  band. 

Fio.  4. — A  couple  with  four  of  the  smaller  chromatin  bodies. 

Plate  XVII.— Tr.  Brucei. 

Fio.  1.— One  kind  of  the  granular  form.  The  nucleus  is  completely 
fragmented.    Note  the  long  body  and  relatively  short  flagellum. 

Fio.  2.— Large  hyaline  trypanosome  much  less  deeply  stained  than  the 
ordinary  type.    The  nucleus  is  round. 
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THE  PATHOLOGICAL  ANATOMY  OP  EXPERIMENTAL 

NAGANA.* 

Frederick  A.  Baldwin,  A.B.,  M.D., 
Late  Instructor  in  Pathology,  University  of  Michi^ran. 

{From  the  Hygienic  and  Pathological  Laboratories^  Univernty  of  Michigan^  Ann  Arbor. 

Mich.) 

INTBODUOTION. 

Although  various  workers  have  described  the  gross  patho- 
logical anatomy  of  trypanosomiasis,  few  have  given  any  details 
of  the  microscopical  anatomy  of  the  condition. 

In  their  report  on  nagana  in  1898,  Kanthack,  Durham, 
and  Blandford'  state  that  the  number  of  red  blood  cells  are 
decreased  in  this  condition;  that  the  hemoglobin  is  decreased 
proportionately  to  the  red  blood  cells;  that  normoblasts  may  be 
found  in  the  circulating  blood ;  and  that  leucocy tosis  is  frequently 
present.  They  found  that  the  lymph  glands  and  spleen  were 
enlarged  in  rats  and  mice,  and  that  the  liver  showed  fatty  change. 
These  changes  were  not  so  marked  in  the  guinea  pig,  but  the 
bone  marrow  was  frequently  hyperplastic,  and  the  spleen,  liver, 
and  kidneys  contained  varying  amounts  of  iron-containing  blood 
pigment. 

Plimmer  and  Bradford'*  (1899,  1901)  added  no  new  micro- 
scopical findings.  In  1902,  Laveran  and  Mesnil*  published  the 
results  of  their  study  on  the  morphology  of  Trypanosoma  Brticei 
and  found  that  the  enlargement  of  the  spleen  was  due  to  a 
congestion  without  appreciable  microscopical  changes. 

In  the  same  year  Voges*  published  his  work  on  mal  de  caderag, 
in  which  he  found  an  increase  of  the  fluids  in  all  the  body  cavities. 
He  also  found  that  the  lymph  glands  were  frequently  enlarged, 

*  Presented  as  a  thesis  and  part  of  the  requirements  for  the  decree  of  doctor  of  science. 
University  of  Michigan.    Received  for  publication  Au«rust  4, 1901. 

1  Kanthack,  Durham,  and  Blandford,  Proc.  Roy.  iS^.,  1896,64,  pp.  110-18;  translation 
by  Nuttall  in  Hygienische  Rundschau,  1898,  8,  p.  1185. 

2  Plimmer  and  Bradford,  Pi-oc.  Roy.  Soc.,  1899, 65,  pp.  274-81;  Quart.  Jour,  Mier.  8ci.^ 
1901,  45,  p.  449. 

3  Laveran  and  Mesnil,  Ann.  de  I  ^Inst.  Pasty  1902, 16,  pp,  1-55. 

*  VooEs,  Ztschr.  f.  Hyg.,  1902,  39,  pp.  323-72. 
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and  that  the  spleen  was  always  increased  in  size,  due  in  many 
cases  to  hyperplasia  of  the  trabeculse.  He  stated  that  lungs  and 
heart  showed  no  change;  that  the  liver  and  kidneys  may  be 
enlarged,  the  latter  frequently  showing  a  hemorrhagic  nephritis. 

In  1903,  Elmassian  and  Migone'  added  another  microscopical 
finding  to  trypanosomiasis,  viz.,  congestion  of  the  membranes  of 
the  brain  and  the  frequent  increase  in  the  amount  of  the  sub- 
arachnoid fluid. 

In  the  same  year  Bruce  and  Nabarro'*  reported  the  autopsy 
findings  of  a  number  of  cases  of  sleeping  sickness.  In  general 
the  cases  show  no  signs  of  acute  inflammation,  but  merely  a  flat- 
tening of  the  convolutions,  an  injection  of  vessels,  and  an  excess 
of  subarachnoid  fluid. 

A  short  time  after  this,  Manson'  reported  that  Mott  and  Low 
found  the  brain  of  an  English  woman  dying  from  sleeping  sick- 
ness to  show  a  perivascular,  small  cell  infiltration. 

While  the  above  is  not  the  complete  literature  of  the  work, 
it  contains,  as  far  as  is  possible,  all  the  findings  reported  by  the 
various  workers.  In  view  of  the  above,  and  considering  the  fact 
that  new  points  might  be  added  to  the  pathology  of  experimental 
nagana,  the  following  work  was  undertaken. 

Some  of  these  animals  had  been  inoculated  with  pure  cultures, 
others  with  one  or  two  drops  each  of  infected  blood,  and  others 
with  one  or  two  cubic  centimeters  of  a  potassium  citrate  emulsion 
of  the  various  organs  of  an  infected  animal.  The  difference  of 
pathological  picture  presented  by  the  three  methods  was  only  one 
of  degree,  not  one  of  quality,  that  resulting  from  inoculation  of 
pure  cultures  being  least  marked  in  degree. 

GBOSS  PATHOLOGICAL  ANATOMY. 

General  appearance.  — Body  emaciated.  Sclera  frequently  yellowish. 
Hair  coarse,  dry,  and  rough. 

Brain. — Meninges  lax,  moist;  varying  degree  of  congestion;  not  thickened. 
Subarachnoid  fluid  increased.  Convolutions  of  brain  slightly  flattened;  sur- 
face smooth,  shiny,  moist  Vessels  of  pia  injected.  Cut  surface;  moist;  ves- 
sels congested.    Fluid  in  ventricles  slightly  increased;  choroid  plexus  injected. 

1  Elmassian  and  Mioonb,  Ann.  de  VInst.  Past.,  1903, 17,  pp.  241-67. 

2  Beuce  and  Nababeo,  Reports  of  the  Sleeping  Sickness  Commission,  No.  1,  Aug.,  1903 
(London:  Harrison  Sc  Sons);  Bbuce,  Nabarro,  and  Qreio,  ibid.,  No.  4,  Nov.,  1903. 

sManson,  Brit.  Med.  Jour.,  1908,  2,  p.  1402,  Dec.  5. 
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Mediastinum. — Mediastinal  fat  small  in  amount.  Thymus  increased  in 
size;  surrounding  fat  pinkish  in  color.  Frequently  enlarged  lymph  glands 
present  in  mediastinum. 

Heart  and  pertcardtum.— Pericardium  thin,  slightly  distended;  fluid 
straw  color  and  slightly  increased.  Epicardium  smooth,  shiny,  moist,  not 
thickened.    Myocardium  distended  with  currant  jelly  clots;    walls  slightly  . 

thickened,  otherwise  negative.    Endocardium  clear,  shiny,  moist.  ' 

Lungs,— YsLTy  in  color  from  light  pink  to  dark  red  in  a  given  lung.  As  a 
whole  the  lung  floats  on  water,  but  frequently  parts  of  lung  would  sink. 
Such  parts  would  be  dark  in  color,  airless,  and  give  rich  exudate  on  pressure 
from  alveoli.    Bronchi  negative.    Vessels  congested. 

Spleen,— GretLily  enlarged.  Edges  rounded,  and  organ  as  a  whole  curved 
upon  hilus.  Surface  smooth  for  most  part,  but  frequently  would  have  small 
fibrin  tags  attached.  Peritoneum  over  spleen  thickened.  Organ  firm;  con- 
sistency increased.  Cut  surface:  Follicles  increased  in  size;  stand  out  as 
white  or  grayish  spots.  Pulp  reticulum  and  trabeculsB  increased  in  size  and 
amount.    Pulp  flow  very  slight. 

Liver.-  Slightly  enlarged.    Surface  smooth,  shiny,  moist.    Dark  red  in  | 

color.    Consistency  normal.    Cut  surface  bleeds  freely.    Central  vein  dis-  i 

tended.    Central  bone  of  liver  lobule  slightly  yellow  in  color.    Glisson's  cap- 
sule not  increased  in  rats  or  in  mice,  but  slightly  increased  in  guinea  pigs. 

Intestines,— Slightly  distended.  Serosa  smooth,  shiny,  moist.  Walls 
negative  on  section.    Pancreas  negative. 

-Sidney*.— Slightly  increased  in  size,  red  in  color.  Consistency  slightly 
increased.  Fatty  capsule  thin.  Fibrous  capsule  not  thickened;  strips  easily. 
Cut  surface  of  kidney  moist.  Glomeruli  stand  out  as  small  red  points. 
Labyrinth  slightly  enlarged;  all  vessels  congested.    Adrenals  negative. 

Lymph  glands. — Retroperitoneal,  enlarged,  pinkish,  moderately  firm. 

External  genitals.—  Slightly  edematous. 

Ovaries  or  testicles.— Neg&tivey  except  for  slight  edema  and  congestion. 

Bone  marrow.—  Sternum  and  femur  hyperplastic.  Fatty  marrow  of  femur 
replaced  by  varying  amounts  of  lymphoid  marrow. 

MICROSCOPICAL   ANATOMY. 

/Spteen.— Certain  changes  were  constant  in  every  section  from  every 
animal  examined,  but  the  degree  of  this  change  varied  greatly.  This  varia- 
tion seemed  to  have  no  relation  with  either  the  mode  of  injection,  the  injected 
material,  or  the  time  elapsing  between  the  injection  and  death. 

The  follicles  are  enlarged  in  every  section.  The  enlargement  of  a  greater 
number  of  these  follicles  is  due  largely  to  an  increase  in  the  number  of  a  cer- 
tain form  of  cell.  These  cells  are  large,  round  or  oval,  somewhat  larger  than 
a  polymorphonuclear;  they  possess  a  coarsely  granular  protoplasm,  surround- 
ing a  round  or  oval,  deeply  staining  nucleus,  which  is  excentrically  situated 
and  whose  chromatin  is  slightly  bunched.  With  Ehrlich's  triacid  mixture 
the  protoplasm  of  some  of  these  cells  shows  fine  or  coarse  granules  staining  a 
reddish  purple.  With  eosin  and  methylene  blue  combination  the  greater 
number  of  these  cells  are  seen  to  contain  coarse  granules  staining  a  deep 
blue.    Other  enlarged  follicles  show  two  distinct  zones— an  inner  lightly 
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staining,  and  an  outer  deeply  staining  zone.  The  inner  zone  is  composed  of 
cells  whose  protoplasm  stains  faintly,  and  whose  nuclei  are  centrally  placed 
and  stain  lightly.  The  outer  zone  is  composed  of  cells  resembling  those  first 
described  above.  Between  these  two  zones  transition  forms  are  sometimes 
seen — cells  which  are  smaller  than  the  central  cells,  their  chromatin  more 
bunched,  and  their  protoplasm  showing  scattered  granules.  The  other  cells 
which  are  found  in  the  enlarged  follicles  are  about  the  size  of  a  red  blood 
cell,  contain  practically  no  protoplasm,  and  possess  a  round,  deeply  staining* 
compact  nucleus. 

What  has  been  said  about  the  fact  that  the  changes  in  the  follicles  have 
no  relation  to  the  mode  of  infection,  etc.,  is  also  true  of  the  pulp.  The  pulp 
in  every  case  is  congested.  Sometimes  this  congestion  may  be  central;  at 
others  it  is  seen  only  at  the  periphery  of  the  organ.  In  the  older  cases  the 
stroma  is  increased  in  a  varying  degree.  The  cells  vary  also.  Cells  resem- 
bling those  of  the  first  type  described  above  are  increased  in  a  varying 
amount  everywhere  throughout  the  pulp.  Scattered  among  them  are  small 
and  large  lymphocytes,  and  a  few  nucleated  red  blood  cells.  In  some  sections 
the  lymphocytes  are  bunched  in  masses  of  ten  to  thirty.  In  other  sections 
the  stroma  was  increased  greatly,  and  the  cells  seem  to  be  arranged  in  cords 
along  definite  trabeculse  of  pulp  stroma. 

Varying  amounts  of  iron  containing  pigment  were  present  in  every  section 
of  spleen,  and  in  the  case  of  this  pigment  a  definite  relation  seemed  to  exist 
between  the  amount  present  and  the  time  elapsing  between  the  injection  of 
the  infected  material  and  the  time  of  death. 

In  spleens  from  animals  injected  with  artificially  grown  trypanosomata 
the  amount  of  iron-containing  pigment  which  was  deposited  increased  up  to 
the  eighteenth  day;  the  spleens  of  animals  dying  on  the  twenty-first  day  were 
less;  those  of  the  twenty-second,  still  less;  those  of  the  twenty  third,  slightly 
increased  over  the  twenty-second;  those  of  the  twenty-fourth  and  fifth  are 
increased  to  about  the  same  amount  as  those  of  eighteen  days.  In  spleens  of 
animals  dying  on  the  twenty-ninth  day  the  amount  of  iron-containing  pig- 
ment is  almost  normal,  but  the  spleens  of  the  animals  dying  on  the  thirty- 
sixth  day  contain  as  much  as  those  dying  on  the  eighteenth  day. 

The  increase  in  the  amount  of  iron-containing  pigment  in  the  spleen  of 
animals  injected  with  the  organ  suspensions  is  seen  earlier.  The  first  great 
increase  is  on  the  eleventh  day;  falls  to  practically  normal  on  the  twenty- 
seventh;  rises  on  the  twenty -sixth  to  a  greater  amount  than  on  the  eleventh, 
to  fall  to  normal  on  the  twenty-eighth,  where  it  remains  till  the  sixty-first 
day,  when  it  rises  slightly,  and  remains  so  until  the  one  hundred  and  fifth 
day. 

Spleens' from  animals  injected  with  infected  blood  show  the  greatest 
amount  of  iron-containing  pigment.  On  the  fifteenth  day  the  first  increase  is 
at  its  height;  falls  on  the  nineteenth  to  practically  normal;  is  increased  again 
on  the  thirtieth  to  the  thirty-sixth;  falls  again  on  about  the  fortieth,  to  rise 
again  on  the  ninety-second. 

Lymph  flrtowds.— All  lymph  glands  show  a  great  increase  in  the  number  of 
lymphocytes,  accompanied  by  a  greater  or  less  hyperplasia  of  the  stroma.  In 
some  glands  taken  from  an  animal  which  had  been  injected  with  one  drop  of 
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infected  bl€X)d,  and  which  lived  for  ninety  two  days,  a  large  number  of  mono 
nucleated  white  blood  cells  are  present.  Some  of  these  cells  contain  coarse 
oxy  phile,  others  fine  ozyphile  cells.  In  the  sinuses  of  some  glands  large  round 
or  oval  hyaline  cells  are  present  which  contain  remains  of  red  blood  cells 
or  granules  of  iron  containing  pigment.  The  stroma  of  these  glands  are 
markedly  hyperplastic. 

Lymph  glands  taken  from  animals  which  were  inoculated  with  cultures 
show  no  changes.  Those  from  animals  injected  with  organ  suspensions  show 
similar  changes  to  the  ninety- two-day  blood  inoculation  animal,  but  the 
changes  are  less  in  degree. 

Thymus. — The  increase  in  size  of  the  thymus  is  due  to  a  simple  hyper- 
plasia of  the  lymphoid  elements  and  the  stroma. 

Liver.  -The  liver  cells  at  all  stages  show  a  cloudy  swelling,  varying  in 
degree  from  the  earliest  to  a  stage  where  the  outline  of  the  liver  cell  is  very 
poorly  made  out,  and  the  cords  of  cells  are  a  granular  mass  with  poorly 
staining  nuclei.  Frequently  these  areas  contain  large  unmbers  of  adult 
trypanosomata. 

Fatty  degeneration  accompanies  this  cloudy  swelling,  but  seems  to  vary 
in  degree  according  to  the  method  of  inoculation.  In  those  animals  which 
were  injected  with  cultures  a  small  amount  of  fatty  degeneration  is  seen  in 
the  livers  of  animals  dying  on  the  fifteenth  day;  those  dying  on  the  eighteenth 
day  show  a  slight  increase  over  the  fifteenth-day  animal,  but  animals  dying 
later  show  no  increase.  Some  parenchymatous  cells  of  the  livers  from  ani- 
mals injected  with  1-2  c.c.  of  the  citrate  suspension  of  organs  of  infected 
animals,  and  which  died  on  the  tenth  day,  show  a  moderate  number  of  large 
fat  drops.  The  protoplasm  of  practically  all  other  cells  is  composed  of  highly 
refractive  droplets.  The  cells  from  livers  of  animals  dying  on  the  fifteenth, 
twenty -sixth,  and  seventy-first  days  show  less  fatty  degeneration ;  those  of 
the  twenty-second  and  twenty-eighth  show  about  the  same  amount  of  fatty 
degeneration  as  those  dying  on  the  tenth;  while  those  dying  on  the  one 
hundred  and  fifteenth  day  show  practically  no  change. 

Parenchymatous  cells  from  livers  of  animals  inoculated  with  one  drop  of 
infected  blood  show  the  greatest  change.  Cells  from  the  liver  of  an  animal 
dying  on  the  ninth  day  show  a  moderate  fatty  degeneration;  those  dying  on 
the  thirteenth  to  fifteenth,  marked  ;  those  on  the  nineteenth,  thirty-seventhi 
and  ninety-second,  less.  Aside  from  cloudy  swelling  and  fatty  degenera- 
tion, the  livers  show  nothing  pathological,  except  an  occasional  variable 
leucocytosis. 

In  those  animals  which  were  inoculated  with  one  drop  of  infected  bloodi 
and  which  died  on  the  fourteenth  day,  the  livers  show  a  relatively  large 
number  of  capillary  endothelial  cells  withholding  iron-containing  pigment, 
but  the  liver  cells  are  free.  The  liver  or  endothelial  cells  of  all  other  animals 
show  no  iron-containing  pigment. 

Lungs.-  The  pulmonary  vessels  of  all  lungs  coming  to  autopsy  are  greatly 
distended.  The  alveolar  capillaries  are  so  dilated  and  filled  with  blood  that 
it  is  freiiuently  difficult  to  outline  the  individual  cells.  Between  the  blood 
cells  varying  numbers  of  adult  trypanosomata  are  present.  In  some  areas  the 
alveoli  contain  a  granular  exude  inclosing  desquamated  epithelial  cells.    In 
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other  areas  the  alveolar  spaces  are  compressed,  and  their  walls  are  folded 
upon  themselves.  In  other  areas  some  alveoli  contain  red  blood  cells,  leuco- 
cytes, a  small  amount  of  stringy  or  granular  fibrin,  and  desquamated  epithe- 
lium.   Some  bronchi  show  a  marked  mucous  degeneration. 

Heart,  adrenals,  salivary  glands,  pancreas,  testis,  ovary,  are  negative 
except  for  a  varying  amount  of  acute  congestion. 

From  the  foregoing  pathological  histology  it  will  be  seen  that 
the  changes  produced  by  Trypanosoma  Brucri  are  those  of  an 
intoxication.  The  spleen  shows  a  congestion,  accompanied  by 
hyperplasia  of  the  pulp  reticulum  in  some  areas,  and  by  a 
varying  degree  of  hyperplasia  of  cells  corresponding  in  morpho- 
logical characteristics  to  myelocytes.  The  greater  number  of 
cells  of  the  normal  spleen  are  lymphocytes  and  the  follicles  are 
well  outlined,  but  in  all  the  spleens  taken  from  animals  infected 
with  Trypanosoma  Brucei  the  great  enlargement  is  due  to  an 
increase  in  the  stroma  of  the  pulp,  accompanied  by  an  enlarge- 
ment of  the  follicles.  This  enlargement  of  the  follicles  is  due  to 
an  increase  in  the  number  of  forms  of  cells.  As  mentioned  above, 
the  central  zone  of  the  follicles,  which  is  composed  largely  of 
endothelial  cells,  is  enlarged.  Outside  this  is  another  zone, 
consisting  of  mononuclear  cells  composed  of  a  coarsely  granular 
protoplasm  surrounding  a  single,  deeply  staining  nucleus.  The 
protoplasm  of  these  cells  contains  both  fine  and  coarse  oxyphile 
granules.  In  other  words,  these  cells  resemble  morphologically 
the  cells  designated  as  myelocytes  in  man.  Between  these  two 
forms  of  cells  are  transition  forms  which  are  present  in  the 
boundary  between  the  two  zones,  so  that  it  is  possible  to  say  in 
many  sections  that  the  myelocyte  develops  from  an  endothelial 
cell. 

Accompanying  this  marked  hyperplasia  and  new  formation  of 
myelocytes,  few  red  blood  cells  are  seen  and  scattering  giant  cells 
resembling  those  of  the  bone  marrow.  Many  of  these  cells  are 
seen  to  be  developing  from  endothelial  cells  of  the  pulp.  These 
cells  have  a  single,  lobulated,  deeply  staining  nucleus,  surrounded 
by  a  finely  granular  protoplasm. 

Another  important  change  in  the  spleen  is  the  deposit  of 
iron-containing  pigment — hemosiderin.  From  the  description 
it  can  be  seen  that  the  amount  of  iron-containing  pigment  in  the 
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spleen  increases  until  the  fifteenth  day;  then  the  amount  is 
less  for  eight  to  ten  days,  when  there  is  another  increase,  fol- 
lowed by  another  decrease,  which  in  turn  is  followed  by  another 
increase. 

The  explanation  for  this  seems  to  be  that  the  body  energies 
are  able  by  certain  explosive  efforts  to  overcome  the  agent  which 
is  causing  the  destruction  of  red  blood  cells,  which  is  shown  by 
a  decrease  in  the  amount  of  hemosiderin  in  the  spleen.  These 
energies  are  unable  completely  to  destroy  these  agents,  and  the 
animal  eventually  succumbs. 

What  the  destructive  agent  may  be  it  is  difficult  to  say.  That 
the  Trypanosomata  themselves  do  not  attack  the  cells  is  cle^r 
beyond  doubt ;  consequently,  it  is  quite  probable  that  they 
excrete  some  substance  which  is  hemolytic,  and  the  end  result  of 
this  prcKress  is  the  hemosiderin  found  in  the  spleen. 

On  the  part  of  the  other  hemopoietic  organs,  the  marrow  of 
the  long  bones  becomes  hyperplastic,  as  do  the  lymph  glands. 
Here  it  may  be  added  that  lym[)h  glands  taken  from  animals 
whose  spleen  shows  the  greatest  hemosiderin  contain  a  few  hyaline 
cells  with  remains  of  red  blood  cells. 

Plimmer  and  Bradford,  and  Laveran  and  Mesnil,  have  sug- 
gested that  Tviji>(tn()i<om(i  Bruce i  produces  its  effects  by  means 
of  some  toxin  which  it  forms,  but  these  workers  could  not  demon- 
strate the  toxin.  Nevertheless,  from  the  histological  findings 
given  above,  it  seems  very  conclusive  that  the  pathological 
changes  are  due  to  a  toxin. 

To  sum  up  })riefly  tlie  pathology  of  experimental  nagana,  it 
may  l>e  said  that  this  disease  is  caused  by  Trypanosoma  Brucei\ 
which  i)roduces  a  mild  intoxication  acting  chiefly  on  the  blood 
and  blood-forming  organs. 

I  wish  to  thank  Dr.  Novy,  Dr.  Wartliin,  and  Dr.  MacNeal  for 
tlie  patience  shown,  and  the  kindly  assistance  and  useful  aid  given 
me  throughout  this  work. 
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•THE  BLOOD  IN  MEASLES.* 

Wilder  Tiliston, 
Boston. 

LITERATUBE. 

The  literature  on  the  blood  in  measles  is  not  extensive.  The 
earlier  reports  relate  chiefly  to  the  enumeration  of  the  white  and 
red  cells,  and  to  the  estimation  of  the  hemaglobin,  and  it  is  only 
in  recent  years  that  thorough  studies  have  been  made  by  Ttlrk, 
Reckzeh,  and  others. 

The  first  observations  date  back  to  1887,  when  Widowitz,  esti- 
mating the  hemaglobin  in  various  diseases,  found  in  eighteen 
cases  of  measles  a  moderate  decrease  at  defervescence,  followed  by 
an  increase  during  convalescence.  Hayem  (1889)  recorded  10,000 
and  14,000  white  cells  in  two  cases,  the  second  complicated  by 
angina.  The  red  cells  were  only  slightly  reduced,  seldom  as  many 
as  500,000.  P6e  (1890)  examined  five  cases  by  a  rather  unreli- 
able method.  In  four  he  found  normal  or  diminished  leucocytes ; 
in  the  fifth,  a  count  of  15,000,  which  he  attributed  to  the  puer- 
|)erium.  He  found  the  large  mononuclear  cells  increased.  Pick 
(in  the  same  year)  reported  one  case  with  no  leucocytes. 

Rieder  (1892)  studied  the  blood  in  eight  cases,  finding  normal 
and  subnormal  counts,  the  lowest  2,700.  In  one  apparently 
uncomplicated  case  he  found  15,000  on  the  fourth  day  of  the  rash, 
in  a  three-year-old  child.  A  complication  by  bronchopneumonia 
showed  15,500.  Rieder  was  the  first  to  call  attention  to  the  pos- 
sible value  of  the  lack  of  leucocytes  in  differentiating  between 
measles  and  scarlatina. 

Rille  (1892),  on  examining  twenty  cases,  reported  in  part  a 
slight  increase  in  eosins  and  marked  increase  in  lymphocytes,  in 
part  normal  findings.  He  did  not  state  the  period  of  the  disease. 
Felsenthal  (18SI2)  found  no  leucocytosis  in  eight  cases,  but  rather  a 
diminished  number  of  leucocytes,  the  proportion  of  white  cells  to 
reds    with   normal    red  count  being    1:1000.     The  neutrophiles 
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formed  the  bulk  of  the  leucocytes,  the  mononuclear  cells  varying 
from  10  to  20  per  cent.,  and  the  transitional  from  5  to  8  per  cent. 
He  found  the  eosins  not  exceeding  1  per  cent.,  and  stated  his 
belief  that  this  with  the  absence  of  leucocytosis  was  of  value  in 
the  diagnosis  from  scarlatina.  Zappert  (1893)  found  during  the 
fever  no  rise  of  leucocytes  and  of  eosins,  but  in  convalescence  a 
rise  of  3  |)er  cent,  of  the  latter. 

Sobotka  then  (1893)  made  the  interesting  observation  that 
during  the  ])eriod  of  incubation  of  various  acute  infectious  diseases 
— namely,  pneumonia,  scarlatina,  varicella,  small-pox,  and  measles 
—  there  occurs  a  leucocytosis,  which  persists  in  pneumonia  and 
scarlatina  throughout  the  acute  stage,  but  in  measles,  small-j)ox, 
and  varicella  gives  place  to  normal  or  subnormal  counts  shortly 
before  the  outbreak  of  the  disease.  He  gave  no  figures  to  illus- 
trate this,  except  in  the  case  of  small-pox.  Klein  (1893)  noted  an 
increase  in  the  large  mononuclear  cells. 

Tftrk  (1898)  made  a  very  complete  study  of  the  blood  in  three 
cases,  all  adults.  He  found  in  all  a  diminution  of  the  leucocytes 
during  the  rash,  with  a  rapid  return  to  normal  during  convales- 
cence. The  |X)lynuclear  neutrophiles  were  at  first  relatively,  but 
not  absolutely,  increased,  sinking  later  to  normal  or  subnormal 
figures.  Eosins  were,  during  the  eruption,  normal  or  diminished, 
later  increasing  to  normal  or  somewhat  above  (4.7  per  cent.).  The 
large  mononuclear  and  transitional  cells  were  increased  during 
the  later  stages.  The  red  cells  and  hemoglobin  showed  no 
changes  worth  mentioning.  The  blood  plates  were  roughly  esti- 
mated as  scanty  to  normal  during  the  eruption.  Fibrin,  as 
estimated  by  the  amount  of  network  in  the  fresh  specimen,  was 
scarce,  sometimes  plainly  decreased.  Ttlrk  drew  the  following 
conclusions :  Uncomplicated  measles  never  gives  rise  to  leucocytosis, 
but  rather  to  leucopenia;  a  leucocytosis,  if  present,  points  to  a 
complication;  the  specific  bronchitis  of  measles  gives  rise  to  no 
leucocytosis,  except  in  the  presence  of  a  mixed  infection;  leuco- 
penia or  repeated  normal  counts  point  to  measles  or  against  scar- 
latina, while  marked  increase  in  eosins,  especially  with  leucocytosis, 
is  in  favor  of  scarlatina. 

Cabot  (1898)  gave  figures  from  seven  cases  with  normal  and 
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subnormal  white  counts.  In  two  cases  of  rubella  the  counts  were 
r),000  and  8,000  respectively. 

Combe  (1S99)  gave  a  brief  abstract  of  the  work  of  his  pupil 
Renaud,  whose  monograph  appeared  the  next  year.  Renaud 
examined  four  cases  during  incubation  and  found  in  all  a  poly- 
nuclear  leucocytosis,  setting  in  soon  after  infection  occurred,  and 
reaching  its  maximum  six  days  before  the  appearance  of  the  rash. 
The  white  count  rose  gradually  to  its  maximum,  then  declined, 
reaching  normal  in  the  latter  part  of  the  stage  of  invasion.  His 
maximum  counts  were  34,000,  17,000,  13,600,  17,300.  He  also 
studied  the  blood  in  twenty-three  other  cases  of  measles,  all 
children.  In  uncomplicated  cases  he  found  constantly  leucopenia, 
with  lowest  counts  about  twenty -four  hours  after  the  appearance 
of  the  rash.  He  recorded  a  count  of  1,300  in  the  case  of  a 
two-year-old  child  on  the  third  day  of  the  rash ;  death  five  days 
later  from  bronchopneumonia.  The  leucocytes  reached  normal 
numbers  from  one  to  five  days  after  the  disappearance  of  the  rash. 
The  presence  of  leucocytosis  always  pointed  to  a  complication,  and 
was  in  some  cases  the  first  sign  of  the  same.  The  absence  of 
leucocytosis  with  a  complication,  or  a  marked  and  long-continued 
leucopenia  in  uncomplicated  cases,  was  of  bad  prognostic  import. 
He  noted  that  a  high  normal  count  during  the  period  when  there 
should  be  leucopenia  may  have  the  same  significance  as  a  leuco- 
cytosis at  a  later  stage.  He  concluded  that  the  bronchitis  and 
conjunctivitis  of  measles  give  rise  to  leucocytosis.  It  should 
be  remembered,  however,  that  his  method  of  estimating  the  leuco- 
cytes (he  counted  only  256  of  the  small  squares  of  a  single  Thoma- 
Zeiss  chamber)  would  allow  of  a  considerable  error. 

Renaud  made  dififerential  counts  in  most  of  his  cases,  but  only 
one  or  two  in  each.  He  found  the  neutrophiles  increased,  both 
relatively  and  absolutely,  during  the  leucocytosis  of  incubation ;  at 
the  time  of  the  rash  they  decreased,  contrary  to  the  observations 
of  Turk  and  Reckzeh.  This  may  perhaps  be  accounted  for  by  the 
fact  that  he  placed  the  normal  percentage  in  children  too  high. 
Eosins  were  in  normal  proportion  until  the  outbreak  of  the  erup- 
tion, when  they  disappeared  entirely,  to  return  during  convales- 
<'ence.     Myelocytes  were  noted  during  the  period  of  exanthem  in 
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considerable  numbers.  Lymphocytes  during  the  incubation  were 
relatively  decreased,  absolutely  increased,  during  the  eruption, 
relatively  increased.  The  red  cells  showed  no  changes.  Renaud 
concluded  that  the  presence  of  a  leucocytosis  in  a  person  ex|x>sed 
to  the  contagion  of  measles  showed  that  the  disease  has  been 
contracted,  provided  that  other  causes  of  leucocytosis  coqjd  be 
excluded.  This,  he  thought,  would  be  of  great  practical  advan- 
tage in  prophylaxis,  for  it  is  well  known  that  by  the  time  Koplik 
spots  or  other  signs  of  measles  have  appeared,  isolation  is  no 
longer  effective. 

Caccia  (1900)  reported  the  findings  in  twenty-three  cases,  of 
which  fourteen  were  uncomplicated.  In  all  of  the  latter  leuco- 
penia  was  present,  being  greatest  on  the  first  day  of  the  ra.sh  and 
reaching  normal  about  seven  days  later.  Bronchopneumonia  or 
diphtheria  occurring  during  the  rash  gave  normal  or  slightly 
increased  counts,  but  not  a  marked  leucocytosis,  which  is  to  be 
expected  if  this  complication  occurs  during  defervescence.  Measles 
in  a  case  of  tuberculosis  diminished  a  pre-existing  leucocytosis, 
which  reappeared  during  convalescence.  His  examinations  of 
stained  specimens  were  incomplete. 

In  his  text-book  on  the  examination  of  the  blood,  Ewing 
(1901)  mentions  three  cases  of  his  own  occurring  in  malarial 
subjects  in  which  leucocytosis  was  absent. 

Reckzeh  (1902)  made  rej>eated  examinations  in  children  in  ten 
cases.  His  counts  agree  with  those  of  other  observers,  showing^ 
leucopenia  at  the  acme,  increasing  counts  at  the  paling  of  the 
rash.  He  found  no  relation  between  the  severity  of  the  process 
and  the  lowness  of  the  count.  Frequently  leucocytosis  occurred 
during  convalescence,  most  often  due  to  inflamed  glands,  some- 
times without  assignable  cause.  He  claimed  that  the  bronchitis 
of  measles  gives  rise  to  leucocytosis,  but  his  tables  hardly  bear 
out  this  assertion.  Cervical  adenitis  and  otitis  media  caused 
leucocytosis;  a  case  with  broncho  pneumonia  had  8,000  white 
cells.  Acute  nephritis  gave  no  leucocytosis.  His  diflPerential 
counts  agreed  with  those  of  Ttlrk,  except  that  he  found  the  eosins 
constantly  diminished  during  the  rash. 

The  latest  work  on  the  subject  is  that  of  Plantenga  (1903),. 
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who  made  counts  in  twenty-nine  cases  of  measles  and  ten  cases 
of  rubella,  or  German  measles,  all  in  children.  In  eight  cases 
examined  during  the  period  of  incubation  he  found  a  leucocytosis 
ranging  from  20,000  to  33,000,  due  to  increase  of  the  neutrophiles 
and  lasting  till  two  days  before  the  outbreak  of  the  eruption.  He 
thus  confirms  the  observations  of  Sobotka  and  Renaud.  He 
observed  the  usual  leucopenia  during  the  eruptive  j^eriod.  In 
rubella  he  recorded  the  same  blood  findings  as  in  measles  in  every 
respect,  including  the  leucocytosis  during  incubation,  with  the 
succeeding  leucopenia.  His  differential  counts  were  done  in  a 
liquid  medium  in  the  Thoma-Zeiss  chamber,  and  therefore  are 
hardly  worthy  of  consideration.  No  clinical  accounts  of  his  cases 
were  given. 

It  remains  to  mention  certain  attempts  to  find  the  etiological 
factor  of  measles  in  the  blood.  Q-iarr^  and  Combe  made  cultures 
from  the  blood,  with  negative  results.  Barbier  in  ten  cases 
reported  cultures  either  negative  or  contaminated  by  the  skin. 
Weber  (1896)  discovered  protozoa  in  the  blood  during  the  erup- 
tive stages  of  measles,  scarlatina,  and  small-pox ;  his  observations 
have  not  yet  been  confirmed  by  others. 

PERSONAL  OBSERVATIONS. 

In  the  spring  and  summer  of  1902  I  made  repeated  examina- 
tions of  the  blood  in  twenty-eight  hospital  cases  of  measles,  with 
the  hope  of  rendering  our  knowledge  of  the  blood  picture  more 
complete  and  of  learning  perhaps  something  of  practical  impor- 
tance. 

As  the  methods  employed  in  this  kind  of  work  are  of  great 
importance,  I  shall  describe  them  somewhat  in  detail.  The  white 
counts  were  done  in  a  Thoma-Zeiss  chamber,  as  modified  by 
Elzholz;  this  permits  of  counting  nine  large  squares  with  a 
single  drop  of  fluid,  instead  of  only  one,  as  in  the  original  chamber. 
At  least  two  hundred  white  cells  were  counted  at  every  examina- 
tion; and  sometimes  as  many  as  eight  hundred.  The  blood 
was  obtained  from  the  lobe  of  the  ear,  with  all  the  usual  precau-: 
tions  against  error,  and  a  1  per  cent,  solution  of  acetic  acid, 
colored,  as  suggested  by  Ttlrk,  with  gentian  violet,  was  employed 
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as  the  diluting  fluid.  The  dilution  was  usually  1 :  20,  sometimes 
1 :  10.  Owing  to  lack  of  time,  it  was  often  necessary  to  make  the 
counts  after  meals,  and  so  in  some  cases  the  element  of  digestion 
leucocytosis  must  be  reckoned  with.  The  patients  were  all  on 
liquid  diet  until  after  defervescence ;  this,  as  is  well  known,  gives 
rise  to  no  digestion  leucocytosis.  In  convalescence  they  were  on  a 
mixed  diet,  consisting  of  a  breakfast  of  carbohydrates  at  8  a.  M. ; 
dinner,  with  meat  and  vegetables,  at  noon;  and  a  light  supper  at 
5:80  p.  M.  As  the  hour  at  which  the  count  was  made  is  always 
given,  it  is  i)ossible  to  make  due  allowance  for  the  effects  of  diges- 
tion. The  red  counts  were  done  by  the  Thoma-Zeiss  m,ethod, 
using  Gowers's  solution  and  a  dilution  of  1:200;  usually  1,500 
red  cells  were  counted.  The  hemaglobin  was  estimated  by  the 
Tallquist  method,  which,  allowing  an  error  of  about  10  per  cent., 
[>roved  satisfactory  in  my  hands.  I  do  not  consider  it  suflSciently 
accurate  for  scientific  purjwses.  . 

In  making  the  differential  counts,  the  classification  of  Ehrlich 
was  followed,  as  being  that  most  generally  in  use.  The  stain 
employed  was  Jenner's,  as  modified  by  Leishman  (polychrome 
methylene  blue  and  eosin  in  one  solution).  This  gives  clearer 
[)ictures  than  the  Ehrlich  triple  stain,  especially  as  to  the  nuclei 
and  the  mast  cells,  and  is  at  the  same  time  easier  and  surer  of 
application.  It  was  attempted  to  distinguish  between  the  large 
lymphocytes  and  the  large  mononuclear  cells,  but  this  was  found 
too  difficult  to  be  of  practical  value,  there  being  many  cells  which 
might  be  called  one  or  the  other  according  to  the  standard  of  the 
observer.  I  therefore  included  the  large  lymphocytes,  large 
mononuclear,  and  transitional  forms  in  one  group.  Four  hundred 
cells  were  counted  in  each  instance.  The  blood-plates  were  not 
counted,  but  roughly  estimated  as  normal,  increased,  or  diminished 
in  number. 

The  patients  being  hospital  cases  and  many  of  them  children, 
the  histories  were  often  incomplete.  In  such  instances  I  have 
assumed  that  the  rash  appears  on  the  fourth  day  of  the  disease. 
The  treatment  was  purely  symptomatic,  and  in  most  cases  no 
drugs  were  used,  except  a  simple  cough  mixture.  Patients  were 
kept  in  V>ed  until  several  days  after  defervescence. 
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Before  considering  the  cas^s,  it  remains  to  discuss  briefly  nor- 
mal blood.  For  fasting  adults  the  normal  white  count  may  be 
placed  at  7,500,  with  extreme  variations  between  5,000  and 
10.000.  After  a  meal  containing  proteids  a  rise  of  from  2,000 
to  4,000  may  be  expected,  but  not  always.  The  poly  nuclear 
neutrophiles  will  be  found  to  make  up  60-75  per  cent.;  the 
lymphocytes,  18-25  per  cent. ;  the  large  mononuclear  and  transi- 
tional. 2-4  per  cent.;  eosins,  1-4  per  cent.;  mast  cells,  0-|  per 
cent. 

In  young  children  and  infants  the  white  count  is  higher  than 
in  adults,  and  leucocytosis  more  easily  produced  and  higher  in 
proportion  to  the  cause.  For  infants  the  normal  number  varies 
from  10,000  to  15,000,  with  an  increase  at  times  to  20,000  or 
above  from  slight  or  unassignable  causes.  In  the  second  year  the 
count  is  about  12,000,  falling  gradually  until  it  reaches  that  nor- 
mal for  adults  at  about  the  tenth  year.  Children  show  a  marked 
decrease  in  polynuclear  neutrophiles  and  an  increase  in  lympho- 
cytes, as  compared  with  adults ;  Gundobin,  for  instance,  found  in 
normal  infants  during  the  first  year  28-40  per  cent,  neutrophiles 
and  50-60  per  cent,  lymphocytes;  in  the  second  year,  about  the 
same  relations;  in  the  third  year,  55  j)er  cent,  neutrophiles  and 
ii\)  i)er  cent,  lymphocytes;  after  that,  a  gradual  change  until  adult 
proportions  are  reached  at  about  the  tenth  year.  Digestion 
leucocytosis  is  the  same  as,  or  somewhat  greater  than,  in  the 
adult. 

Furthermore,  the  blood  may  be  modified  by  pre-existing 
chronic  disease ;  as,  for  example,  an  increase  in  the  lymphocytes 
may  be  the  result  of  rickets  or  "scrofulous  affections,"  or  even 
of  simple  debility,  as  shown  by  Cabot.  All  this  emphasizes  the 
necessity  of  individualizing  before  drawing  conclusions  from 
blckxi  examinations,  as  pointed  out  by  Tttrk,  and  taking  all  the 
factors  into  consideration.  A  white  or  differential  count  which  is 
normal  for  one  individual  may  be  pathological  for  another. 
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CASE  I. 

DIAONOBI8  —  MEASLES. 

Female,  age  twenty-live  years.  Past  history:  Mumps  and  scarlatina  in 
childhood. 

Present  illness:    Onset  May  8, 'with  nausea,  headache,  cough,  and  rash. 

Physical  examination,  May  10 :  Well  nourished.  Considerable  prostra- 
tion ;  vomiting ;  conjunctiva  and  throat  congested ;  Koplik  spots  on  both 
cheeks ;  eruption  on  roof  of  mouth ;  typical  maculopapular  rash  over  body, 
confluent  on  face  and  chest.    A  few  rftles ;  systolic  murmur  at  apex. 
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Rash  fading;  des- 
quamation    on 
face. 

May  16 
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Rash  gone;    desi- 
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present. 
mh.Rg.mi  red 

cells  4,996,000. 

May  23, 3  :90  p.m. 
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N. 

May  29, 4  :30  p.m. 
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Heart  normal : 
very  slight 
desquamation : 
discnarged  well 

May  90. 

CASE    II. 


DIAGNOSIS 


MEASLES. 

Past  history: 


Whooping  cough  in  child- 


Male,  age  twenty-seven  years, 
hood. 

Present  illness :  Onset  May  7,  with  fever,  coryza,  pains  in  limbs, 
vomiting.    Cough  three  days.    Rash  appeared  today. 

Physical  examination.  May  13:  Well  developed  and  nourished.  Con- 
junctivitis ;  Koplik  spots ;  maculo  papular  rash,  becoming  confluent  on  face, 
discrete  on  trunk,  absent  on  legs ;  eruption  on  roof  of  mouth.  Soft  systolic 
murmur:  few  rftles. 
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15.25 

4.75 

2.00 

0.25 

N. 

Comfortable ; 

petechae  fad- 

ing; norAles; 

i 

desquamation 
present. 
Up;  good  conva- 
lescence; hg. 

May  22,  6  p.  m... 

15 

97.8 

10,.'500 

70.50    25  00 

2.25 

2.00 

0.25 

N. 

90^;  red  cells 
4,796,000. 
Nothingobjectivo 

May  26,11  :.30a.m. 

19 

97.6 

14,900 

80.25 

16.00 

2.25 

1.50 

0 

N. 

to  account   for 

leucocytosis 

May  29,1  p.m... 

22 

99.8 

9,400 

75.75 

14.75 

7.00 

2.00 

0.50 

+ 

Still  slight  des- 
quamation on 
hands. 

June  4, 3  :30  p.m. 

28 

98.5 

9,200 

68.50 

24.50 

1..50 

5.00 

0.50 

Heart  normal ; 
discharged 
well. 

CASE    ] 

[IL 

DI 

\C4NOt 

ilS  — 

MEA8] 

LE8. 

Male,  age  twenty-one  years.    No  history  obtained. 

Physical  examination,  May  5;  Well  developed  and  nourished.  Eyes 
.suffused  :  numerous  Kopliks ;  mouth  and  throat  red  ;  characteristic  maculo- 
papular  eruption,  confluent  on  face,  discrete  on  trunk  and  extremities.  Soft 
systolic  murmur  at  apex  ;  numerous  coarse  rftles. 


i 

£ 

■/. 

i^ 

h 

1^ 

I 

I 

3 

5tl 

ot^ 

o*- 

Date 

"5 

si 

a  a 

is 

gii 

0 

1 

1 

1. 

Remarks 

Q 

H 

^ 

Ph 

'Jl 

a 

S 

n 

* 

Mays,  3:30p.m. 

5± 

102.3 

3,000 

H4.00 

9.50 

6.25 

0 

0.25 

May  7,  8  a.m.. 

7 

98.7 

8,900 

63.25 

20.75 

11.25 

4.75 

0 

" 

Crisis  today;  1 
myelocyte  seen; 
rash  fading. 

May  9,8  a.m... 

9 

98.0 

5,100 

50.25 

.37..50 

9.25 

2.75 

0.25 

Rash  gone  except 
where  it  has 
been  potechial; 
no  rftfeH. 

May  12, 9  A.M... 

12 

97.9 

5,900 

63.50 

27.25 

7.75 

1.00 

0.50 

— 

Mayl5, 11  :30  a.m. 

15 

98.4 

6,100 

71.75 

16.00 

10.75 

1.25 

0.25 

N. 

Normal 
convalescence 

Mayl8,8:30A.M. 

18 

6,900 

72.50 

19.00 

6.75 

1.00 

0.75 

N. 

Hg.  75:?. 

May23,10:30A.M. 

23 

6,300 

69.50 

22.00 

7.00 

1  25 

0.25 

Heart  normal; 
discharged  well 
May  24. 
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CASE    IV. 

DIAGNOSIS  —  MEASLES. 

Male,  age  about  twenty-tive  years.    No  history  obtained. 

Physical  examination,  May  15:  Well  developed  and  nourished.  Con- 
junctivae red;  mouth  and  throat  injected;  Koplik  spots  present;  macular 
rash  on  roof  of  mouth ;  the  characteristic  rash  of  measles  is  present,  confluent 
on  the  face,  discrete  elsewhere.    Systolic  murmur  and  a  few  rftles. 


Dat^ 


May  G . 


May  18, 3: 30  P.  M, 

May 20, 5  p.  m... 
May  24,  3  p.  m.  . . 


May  29,  2  p.  m.. 
June  5,  8  A.  M. . 


5± 


13 


1(K).6 


100.{ 


98.3 


98.4 


98.3 


1^ 


),doo 


7,.'iOO 


7,100 


13,200 


10,200 
11,900 


a  s 


J2S 
o  g 


81.25 


70.00 


74.00 


78.00 
82.00 


14.00 


20.00 


36.50 


21.50 


18.50 
12.00 


-21      S 

0  ??      5         — 


o 
«  a 


4.50 


5.50 


1.75 


1.50 
4.25 


» 

X 

ii 

s 

je 

— 

« 

p. 

o 

PL, 

0 

O 

1 

s 

0 

0.25 

N. 

4.50 

0 

— 

3..J0 

0.50 

sl.- 

2.50 

0.25 

-t- 

2.00 

0 

N. 

1.25 

0.50 

— 

Remarks 


HK.ftSjf:  red  cells 
5,168,000;   mucli 
prostration ; 
cold  bath  at  9 
p.  M.  and  1  A.  M. 

Yesterday  rash 
very  brilliant, 
fading  today ; 
desguamation 
beginning;  1 
myelocyte  seen. 

Basn  gone  except 
petechao;  few 
rftles;  1 
myelocyte  seen. 

Hg.  905;  reds 
5,876,000:  hot 
day,  sweatinR ; 
no  rftles ;  con- 
valescent. 

Discharged  well. 


Digitized  by 


Google 


The  Blood  in  Measles 


mi 


CASE   V. 
DIAGNOSIS    -  MEASLES. 

Male,  age  eighteen  months;  transferred  from  Massachusetts  General 
Hospital,  where  he  had  been  treated  for  pneumonia. 

Physical  examination,  May  16:  Pale  child  with  well-marked  rachitis. 
Conjunctivae  red  ;  slight  coryza ;  Koplik  spot  on  right  cheek  ;  rash  on  bard 
palate ;  fading  eruption  of  macules  and  papules  characteristic  of  measles, 
confluent  on  the  face,  elsewhere  discrete ;  beginning  desquamation.  Systolic 
murmur.    A  few  scattered  moist  rftles :  discharging  ischiorectal  abscess. 


Date 

Q 

1 

£ 
S 

1 

White 
Corpuscles 

May  17 

6± 

102.7 

5,200 

May  19,  5  P.M... 

8 

103.6 

9,.W 

May  21,10:30  A.M. 

10 

98.8 

10,100 

May  24,5:.%  P.M. 

13 

99.3 

20>,100 

May  29, 6  :30  p.m. 

18 

11,200 

C  P 


§i 

QQ 


40.75 


46.50 


48.00 


il 

o  a  g 


53.30 


45  25 


41.00 


20.50 


4.50 


5.25 


6.25 


9.00 


1.25 


3.00 


4.50 


0.50 


0.25 


0.50 


Rpmarks 


Hff.  ear;  reds 
4j409,000;  erup- 
tion fading ; 
small  abscess  on 
buttock  incised 
and  drained;  4 
myelocytes 
seen; 
achromia. 

Rash  nearly 
gone;  rapid 
respiration; 
numerous  rftles; 
4  normoblasts : 
achromia. 

Condition  good: 
crisis;  local- 
ised bronchitis 
right  at)ez ; 
achromia 
poikilocytosis ; 
4  normoblasts ; 
2  myelocytes ; 
2  megaloblasts 

Abscess  incised 
yesterday ; 
June  15,  whites 
9,700;  reds 
5.188,000;  Hg. 
75* ;  discharged 
well  June  16. 
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CASE    VI. 
DIAGNOSIS  —  MEASLES. 

Male,  age  live  years.  Past  history  :  Entered  hospital  April  16  with 
scarlatina.  On  May  12  the  temperature  rose  to  103  .  Normal  next  day. 
Koplik  spots  were  seen  on  the  14th,  and  the  rash  of  measles  on  the  17th. 

Physical  examination,  May  17:  Well-developed,  fairly  nourished  boy, 
with  discharge  from  both  ears  (scarlatina).  Bright  maculopapular  eruption 
of  measles,  chiefly  on  face,  sparse  on  body  and  legs. 


Dat«' 


May  17 . 


May  19. 4:30  p.  M, 


May  22, 5  :30  p.m. 


May2H.  5  p.  m. 


May  31,3  P.M. 


Juiiet),  M  A.  M.  .. 


10 


19 


25 


s 

J 

104.0 

9,000 

100.2 

9,200 

96.8 

10,400 

96.6 

13,300 

98.8 

11,700 

98.7 

8,500 

t- 

I- 

s| 

it. 

s 

iS 

1 

§1 

1^ 

^ 

0^ 

C  9 

r 

c 

1 

d 

1 

71.25 

24.00 

4.75 

0 

0 

- 

40.75 

50.75 

7.25 

1.25 

0 

N. 

36.75 

48.30 

9.25 

4.75 

0.75 

N. 

39.75 

52.25 

6.25 

1.25 

0.30 

N. 

45.25 

47.75 

5.00 

0.50 

1.50 

+ 

53.25 

40.50 

5.00 

0.50 

0.75 

N. 

Remarks 


Hk.  55J:  reds 
3.256.000;  3 
myelocytes ; 
achromia. 

Mild  case;    erup- 
tion already 
gone;  euplKv 
ria ;  5  myelo- 
cytes. 

General  desqaa- 
mation;  reds 
show  achromia 
and  poikilocy- 
tosis. 

Digestion  lenoo- 
cytosis;  1  myel- 
ocyte. 

Discharge  from 
ears  ceased; 
good  conva- 
lescence. 

Hg.  65S;  reds 
4,852,000.    Dis- 
charged well 
Junes. 


CASE    VII. 


DIAGNOSIS  —  MEASLES. 


Pemale,  age  25  years.  Past  history :  Measles,  mumps,  varicella,  and 
scarlatina  in  childhood. 

On  May  28  the  present  illness  began,  with  pains  in  limbs  and  cough: 
later,  soreness  of  eyes.    Two  days  later  the  rash  broke  out. 

Physical  examination,  May  31:  Well  developed  and  nourished.  Eyes 
suffused  and  red ;  macular  rash  onliard  palate,  but  no  Koplik  spots ;  on  the 
body  a  typical  maculopapular  rash,  most  abundant  on  face,  sparse  on 
extremities.    Soft  systolic  murmur  at  apex:  occasional  dry  rftle. 
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1 

2 

, 

si 

k 

h 

't 

1 

Date 

Q 

1 

B 

•■§1 

li 

^2 

1 

^0 

1 

OS 

ft] 

Remarks 

Q 
4 

H 

^ 

ft. 

en 

^ 

a 

CQ 

June  1, 10  A.  M.. 

101.0 

6,700 

74.50 

20.25 

4.75 

0.25 

0.25 

- 

Hff.K)^;  rash  still 

bright. 
1  myelocyte. 
Rash  gone;  no 

June  3 

6 

7 

98.5 
99.0 

11,2(M) 

53.75 
50.00 

30.75 
37.50 

11.50 
9.25 

3.50 
2.75 

0.50 

N. 

N. 

June  4, 3  :30  p.m. 

desquamation. 

June  7,9  a.m... 

10 

98.2 

13,100 

58.00 

31.00 

7.r> 

3.25 

0.50 

— 

June  10, 10  A.M.. 

13 

98.5 

14,800 

67.75 

'>'.50 

5.25 

4.50 

0 

N. 

Slight  coryza ;  no 
cause  for  leuco- 
cytosis  appa- 
rent. 

June  13, 11  A.  M.. 

16 

98.5 

11,600 

71.25 

19.75 

4.75 

3.50 

0.75 

N. 

Slight  desquama- 
tion on  feet. 

June  18, 10  A.M.. 

21 

12,000 

54.50 

37.00 

5.00 

2.75 

0.75 

.... 

Discharged  well 
June  19. 

CASE   VIII. 

DIAGNOSIS  —  MEASLES. 

Male,  age  twenty-one  years.  Measles  three  years  ago.  Present  illness 
came  on  May  20,  with  cough  and  fever. 

Physical  examination,  May  23:  Well  developed  and  nourished.  Con- 
junctivae ;  mouth  and  throat  reddened ;  Koplik  spots  on  both  cheeks ;  macu- 
lar eruption  on  hard  palate ;  bright-colored  blotchy  eruption  over  entire  body, 
thickest  on  face.  Heart  negative  ;  a  few  dry  rftles.  Enlarged  glands  under 
angles  of  jaw.    Temi)erature  103.4°. 


» 

« 

.   X 

b 
?« 

X 

X 

i 

3 

c 

S^ 

-Si 

r,^ 

C5 

5 

Date 

1 

2 
K 

ll 

4/  ^ 

Is 

3  ?? 
30 

3  & 

-a 
1 

1 

1 

Remarks 

May  24,  10a.m.. 

5 

9«.5 

5,600 

45.75 

41.25 

10.75 

2.25 

0 

Hg.  95:«;  reds 

5,096,000;  rash 

beginning  to 
fade  on  extrem- 

ities; crisis. 

May  26,1  P.M... 

t 

98.2 

8,100 

53.^5 

34..50 

8.75 

3.50 

0 

_ 

Rash  still 

evident. 

May29,!  :30  p.m. 

10 

98.4 

13,600 

77.25 

13.25 

6.00 

.3.00 

0.50 

N. 

Probably  diges- 
tion leucocy- 
tosis;  rash 
gone;  desqua- 
mation. 

June  2,  7  P.  M.. . . 

14 

97.5 

14,900 

7l..'» 

16.00 

8.50 

3.50 

0.50 

N. 

Digestion 
leucocy  tosis : 
convalescent. 

June  6.9  a.m.... 
June  ll,  10  A.  M.. 

18 

98.9 

6,200 

62.25 

20.50 

14.'25 

2.75 

0.25 

N. 

2;^ 

98.4 

7,600 

6:}.00 

28.75 

5.25 

2.50 

0.50 

" 

Discharged  well 
June  13. 
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CASE    IX. 


DIAGNOSIS  —  MEASLES. 

Female,  age  eight  years.  Diphtheria  two  and  one-half  years  ago,  followed 
by  stenosis  of  larynx,  in  consequence  of  which  tracheotomy  was  performed 
and  later  gradual  dilatation  with  sounds. 

Present  illness  began  May  18,  with  cough,  lachrymation,  coryza,  and 
dyspnea. 

Physical  examination.  May  23 :  Well  developed  and  nourished.  Suffusion 
of  eyes ;  mouth  and  throat  red  ;  a  few  Koplik  spots  on  cheeks :  macular  erup- 
tion on  hard  palate;  discrete  reddish  macules  and  papules  scattered  over 
face,  trunk,  and  extremities.  Heart  negative:  scattered  rfiles.  Laryngeal 
stenosis,  requiring  insertion  of  tracheotomy  tube  through  the  old  scar ;  this 
happens  often  with  her  in  ''  catching  cold,"  as  it  has  been  impossible  to  dilate 
the  stenosed  part  sufficiently. 


t 

t 

a 

I 

s| 

|| 

T. 

X 

Date 

0 

>> 

es 

1 

S 

1^ 

a  0 

•©J 

3   Q 

ill 

1 

5 
1 

1 

R(Miiarks 

Q 

H 

^ 

a, 

5 

>^ 

S 

ffi 

May24, 12  :30p.m. 

6 

101 .0 

9,400 

83.75 

18.50 

2.75 

0 

0 

Hk.  }<^:  reds 

5,308,000;  ra^ 

still  present  <>o 

25th;  respira- 
tion easy. 
Crisis  yesterday; 

May  26, 5  :30  p.m. 

8 

98.8 

9,000 

36.00    .52.75 

8.30 

2.50 

0.25 

_ 

rash  gone; 

euphoria. 

May  29,  4  P.M... 

11 

98.5 

8,700 

60.75    29.50 

6.00 

3.50 

0,25 

X. 

Desquamation : 
still  a  few  dry 

rftles;  1  myel- 

ocyte. 

June  1,  11  A,  M.. 

14 

98.7 

16,200 

73.50 

17.25 

5.75 

2.75 

0.75 

X 

Up;  no  cause 
found  for  leu- 

cocytosis;  no 

symptoms. 

June  5, 7  :30  a.m. 

18 

9K.1 

8,100 

6:>.50 

22.75 

9.25 

4.75 

0.75 

N. 

Doins  well. 

Jane  9,9  a.  m... 

22 

98.5 

6,900 

62.75 

28.50 

6.00 

2.25 

0.50 

N. 

Discharged  well 
June  10. 

CASE    X. 
DIAGNOSIS  —  MEASLES. 

Male,  age  twenty-two  years.  Mumps  four  years  ago  :  rheumatism  five 
years  ago.    Present  illness  began  May  23,  with  cough,  sneezing,  and  headache. 

Physical  examination,  May  27 :  Fairly  developed  and  nourished.  Eyes 
suffused ;  mouth  and  throat  reddened ;  macular  eruption  on  hard  palate : 
characteristic  maculopapular  rash  on  body,  confluent  on  the  face.  Heart 
and  lungs  negative. 
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s 

d 

o 

.    ^ 

^2 

t^ 

en 

'ji 

?r 

A 

U   Qi 

a> 

0 

3 

■h 

a*^ 

o-** 

O-J* 

^ 

c  g. 

S  ?? 

s  >* 

se 

Date 

1 

go 

a  a 

0  s 

0  § 

—.3  3 

1^1 

0  2 

III 

a 

&i 

Remarks 

Q 

&H 

^ 

fc 

Jl 

^ 

1^ 

PQ 

May  27,5  :30  p.m. 

5 

101.0 

6,600 

80.75 

13.00 

5.50 

0.50 

0.25 

May  29,  3  p.m... 

7 

98.8 

6,700 

40.75 

40.50 

11.00 

7.75 

0 

N. 

Rash  fading; 
face  beginning 
to  desquamate ; 
feeling  better. 

May  31,12  :30p.m. 

9 

98.5 

5,600 

55.50 

29.00 

10.25 

4.25 

1.00 

+ 

Well-marked 
desquamation. 

June  2, 5  :30  p.m. 

11 

97.7 

9,700 

74.00 

17.50 

6.00 

2.25 

0.25 

SI.- 

June  5, 8  :30  a.m. 

U 

98.2 

7,300 

62.00 

23.50 

11.00 

3.00 

0..% 

— 

June  8,10  :30a.m. 

17 

98.2 

.5,400 

56.75 

28.75 

11.-25 

3.00 

0.25 

N. 

Normal  conva- 
lescence. 

June  13,  10  a.  m. 

22 

98.2 

8,300 

72.50 

19.00 

6.25 

2.00 

0.25 

N. 

June  17,  8  a.  m.. 

26 

98.1 

5,800 

73.25 

11.75 

13.25 

1.75 

0 

N. 

StUl  shows 
desquamation 
on  hands  and 
feet. 

Juno20, 9  :30  a.m. 

29 

7,700 

65.00 

21.75 

10.50 

2.75 

0 

N. 

Discharged  well 
June  20. 

CASE    XI. 


DIAGNOSIS  —  MEASLES. 


Female,  age  twenty-two  years.  Past  history  :  "  Measles  at  the  age  of  one 
week ; "  typhoid  ten  years  ago. 

Present  illness  began  June  11,  with  headache,  sore  throat,  followed  by 
cough,  lachrymation,  and  sneezing,  and  discharge  from  the  right  ear.  Rash 
appeared  on  June  13,  first  on  the  face. 

Physical  examination,  June  13:  Well-developed,  stout  woman.  Nasal 
and  aural  discharge ;  moderate  conjunctivitis ;  throat  red ;  Koplik  spots  on 
both  cheeks ;  eruption  on  hard  palate ;  on  the  skin  a  maculopapular  erup- 
tion, confluent  on  the  face,  discrete  on  the  trunk  and  thighs,  none  on  the  legs. 
Heart  not  enlarged ;  slight  systolic  murmur ;  occasional  rftles. 


i 

t 

.„ 

^i 

h 

0)       1 

•Si 

s 

^^                      -T. 

Dat<» 

•s 

2 

?6 

s  u 

3-2 

u 

3   & 

III 

Eosinophi 
Mast  Cell 

Remark-^t 

Q 

H 

es 

Pm 

'fx 

J 

« 

June  13,  5  p.  m.. 

3 

99.2 

2,500 

81.75 

14.25 

.3.50 

0..50 

0 

- 

Hg.  80^;  on  14th 
temperature 
104 ;  rash  out  on 

Brilliant  rash. 

June  15,  3  P.  M . . 

5 

101.2 

3,200 

72.40 

24.60 

3.00 

0 

0 

_ 

June  17,  12  m.... 

1 

98.0 

4,000 

51.50 

36.00 

10.50 

2.00 

0 

Rash  fading  on 
16th;  abundant 
des9uamation ; 
conjunctivitis. 

June  20,7:30  A.M. 

10 

98.0 

5,400 

.>3..-)0 

36.00 

8.75 

1.75 

0 

N. 

No  discharge 
from  ear  J  con- 
junctivitis 
better. 

June  24, 9  :30  a.m. 

14 

98.5 

11,300 

75.00 

17.00 

7.50 

0..T0 

0 

N. 

Up  on  22d. 

June  28, 2:30  P.M. 

18 

10,100 

66.00 

26.00 

6.75 

0.75 

0.50 

N. 

July  2 

22 

19,300 

56.00 

.^.25 

3.50 

1.00 

0.25 

_ 

Discharged  well 

July  4;  stiU 

.'^oft  systolic 

murmur  at 

apex. 
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CASE    XIJ. 


DIAGNOSIS  —  MEASLES. 

Female,  Syrian,  age  four  and  one-half  years.  Sister  of  Case  XXI. 
Present  illness  began  June  11. 

Physical  examination,  June  13 :  Fairly  developed  and  nourished.  Con- 
siderable prostration ;  conjunctivitis ;  profuse  nasal  discharge,  and  tender 
glands  in  the  neck ;  many  Koplik  spots ;  eruption  on  the  roof  of  the  mouth 
and  on  the  body,  where  it  is  sparse,  consisting  of  scattered  single  p^acules 
and  papules  on  face,  trunk,  arms,  and  thighs.  Slight  systolic  murmur  at 
ai)ex ;  fine  moist  rAles. 
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b 

£ 

t 

^t 

h 

li 

J 

% 

3 

a-e 

w  t* 

^  tf 

Date 

5 

1 

1 

«  0 

3  a 

3  ^ 

1 

% 

Remarks 

1 

P 

P 

1 
0 

1 

June  13,6  :30  p.m. 

4 

102.0 

8,400 

65.75 

28..50 

5.50 

0.25 

N. 

Hg.6&(;sli|?ht 

achromia ;  2 

J  nne  15,3:30  p.m. 

6 

102.5 

8,900 

73.00 

25.00 

2.00 

0 

0 

N. 

myelocytes. 
Rasnnow  typical 
and  profuse : 
coafi:h  in- 

creased and  a 

fewr&les;  5 
myelocytes. 
DesQuamation  on 
16th :  crisis 

Junel7,ll  :30a.m 

8 

98.0 

10,600 

75.25 

17.00 

7.25 

0.25 

0.25 

today,  rash 

fading; 
1  myeTocjrte. 
Faded  remains  of 

Juno  20, 10  A.M.. 

11 

98.1 

13,800 

86.00 

25.75 

7.00 

1.25 

0 

N. 

rash  visible  ; 

oouffh  and  a 

fewrftles; 

2  myelocytes. 

June  23, 9  :30  a.m. 

U 

98.0 

12,.%0 

62.75 

30..% 

5.. 50 

0.75 

0  .% 

N. 

Up. 

June  27, 9  :30  a.m. 

18 

98.5 

14,700 

64..50 

27.75 

6.50 

0.75 

0.50 

N. 

Red  cells  normal  ; 

July  1,2:30  P.M. 

22 

98.5 

8,700 

69.75 

2,3.50 

5.00 

1.50 

0.25 

N. 

Good  conva- 
lesoenoe. 

July  ."),  1  P.  M... 

26 

12,800 

71.25 

22.75 

5.50 

0.50 

0 

N. 

Discharged  VMiU 
July  10. 
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CASE    XIIL 
DIAGNOSIS  —  MEASLE8. 

Male,  age  1  year,  4  months.  Is  said  to  have  had  measles  before. 
Entered  the  hospital  with  scarlatina  April  23,  and  had  a  fairly  mild  attack, 
complicated  by  otitis  media  and  adenitis.  On  June  12  the  temperature  rose 
to  102°,  and  there  were  cough  and  restlessness ;  no  Koplik  spots.  On  the  14th 
a  typical  measly  eruption  appeared  on  the  face,  and  sparsely  over  the  body  ; 
cough,  coryza,  sneezing.  Patient  is  well  developed  and  fairly  nourished ; 
Koplik  spots  present.    Heart  and  lungs  negative. 
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u 

^ 

1 

3 

0. 

si 

u 

u 

1 

ID 

Date 

Q 

g 

1 

|s 

§8 

!? 

Remarks 

c 

a 

^  t 
?& 

9  U 

a  0 

0*H 

ill 

o  a  5 

Q 

^ 

5C 

a: 

51.00 

41.50 

.'J.75 

S 

K 

Mayl8,U  :30  a.m. 

98.8 

9,900 

3.75 

0 

Exposed  May  22. 

June  14, 9  A.M... 

3 

102.1 

5,eoo 

59.25 

.%.25 

4.50 

0 

0 

N.' 

achromia  of 
red  cells. 

June  17, 10  A.M.. 

0 

98.8 

10,100 

40.75 

48.50 

9.00 

1.25 

0.50 

N. 

('risis  on  15th ; 
rash  nearly 
gone; suppu- 
rating g!ands 
incised  and 
drained ; 
achromia  and 
poikilocytosis 
of  red  cells 

June  19,8  a.m... 

8 

98.7 

13,700 

58.75 

31.50 

8.50 

1.25 

0 

N. 

Cytosis; 
1  megaloblast ; 
1  myoloc^fte. 

June  22,10  :90a.m 

11 

98.2 

7,800 

44.00 

41.00 

11.75 

2.50 

0.75 

N. 

.\bscess  doing 

well. 
Glands  healed ; 

June  26, 11  A.M.. 

1.5 

98.5 

8,000 

36.25 

48.75 

13.50 

1.25 

0.25 

N. 

achromia,  but 

no  nucleated 

reds. 

July  1,3  p.m.... 

20 

98.4 

7,800 

39.00 

43.50 

14..50 

1.50 

1.50 

S1.+ 

July  5,3:30p.m. 

24 

10,300 

15.00 

66.00 

18.50 

0.50 

0 

-f 

Discharged  well 
July  28. 
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CASE    XIV. 


DIAONOBIS  -MEASLES. 


Male,  age  twenty-seven  years.  Measles,  scarlatina,  and  influenza  in 
childhood.  On  June  13  nausea,  anorexia,  pain  in  the  legs.  No  cough,  coryza. 
or  lachrymation.  Rash  appeared  on  evening  of  June  14  on  back  of  neck  and 
shoulders. 

Physical  examination,  June  15 :  Well  developed  and  nourished.  Slight 
redness  of  conjunctivae  and  suffusion ;  fauces  congested ;  macular  eruption 
on  hard  palate  and  Koplik  spots  on  the  cheeks;  typical  maculopapular 
eruption  all  over  body,  most  marked  about  shoulders.  Faint  systolic  murmur: 
occasional  fine  moist  rAles. 


Date 

(5 

S3 

1 

^1 

§8 

if 
|ll 

III 

1 

i 
1 

X 

1 

1 

Remarks 

June  15,  2  p.  M . . 

3 

102.2 

7,000 

81.00 

13.00 

6.00 

0 

0 

_ 

Hg.9(K. 

Jun«17,10:30A.M 

r> 

99.7 

5,600 

62.00 

27.75 

8.75 

1.25 

0.25 

Rash  almost 
Kone;    . 
euphoria;  very 
mild  case. 

June  19,7:30  A.M. 

1 

9H.7 

7,000 

TA.OO 

30.00 

14.75 

1.00 

0.25 

N. 

Desqaamation 
besan  yester- 

June 22, 10  AM,. 

10 

98.0 

11,100 

71.75 

20.50 

4.50 

2.75 

0.50 

N. 

day;  upon  aoth. 

June  26, 11  :30a.  M 

u 

7,900 

63.75 

31.00 

5.00 

0 

0.25 

S1.+ 

DischargcKl  well 

June  27. 
Returned  for 

July  1,2  p.m.... 

19 

6,000 

58.50 

28.25 

10.75 

1.75 

0.75 

N. 

examination  of 

blood. 

July  6,  2p.m.... 

24 

6,400 

52.00 

35.75 

12.00 

0 

0.25 

81.- 

Ditto. 
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CASE    XV. 


DIAGNOSIS—  MBA8LES. 

Female,  age  one  year.  Patient  entered  the  hospital  with  scarlatina 
March  14,  and  was  discharged  well  June  5.  June  15  she  re-entered  the 
hospital  with  measles.    History  not  obtained. 

Physical  examination,  June  15 :  Fairly  developed  and  nourished ;  general 
condition  good.  Coryza ;  conjunctivitis  with  photophobia ;  very  numerous 
Koplik  spots ;  no  rash.    Slight  systolic  murmur  at  apex ;  a  few  rftles. 


Date 

ee 

i 
1 

M 

If 

O  0 

?  X 

"St* 
=  1 

1 

% 

1 

eg 
Oh 

Remarks 

•5 

K 

.^1 

S3  O 

|I5 

1 

C8 

•1 

Q 

H 

38.25 

Tv 

a 

s 

CQ 

June  15,  4  p.  M. . . 

3 

100.4 

11.900 

54.50 

6.75 

0.25 

0.25 

_ 

Hg.8a«:  rash 

appeared  on 
loth  on  face 

1 

and  chest. 

June  17, 2  P.M... 

o 

102.9 

5,400 

60..V) 

34.00 

5. .50 

0 

0 

Typical  blotchy 
rash  on  face, 
scattered  on 
trunk;  coryza 
and  cou«rh. 

June  19, 10  A.M.. 

i 

99.2 

8.900 

31..% 

57.25 

9.50 

1.75 

0 

N. 

Rash  at  its  height 
yesterday ; 
numerous 
moist  rftles ; 
1  normoblast ; 
no  achromia. 

June  22, 11  A.M.. 

10 

99.1 

22,400 

44.25 

44.75 

9.. 50 

1..50 

0 

+ 

Rftles  fewer ; 
leucocytosis 
probably  due 
to  small  patch 

pneumonia. 
Still  numerous 

June  25, 6  P.  M. . . 

13 

99.1 

20,900 

33.00 

53.00 

1.36 

0.4 

0 

N. 

rftles  and 
cough. 

June  28,  3  P.  m.. 

16 

98..5 

16,000 

36.25 

55.00 

8.50 

0.25 

0 

S1.4- 

July  2, 2: 30  P.M. 

20 

100.1 

23,100 

46.75 

43.75 

9.. 50 

0 

0 

N. 

Temperature 
101.2   on  15th; 
cough  and  few 

July  6, 2  :30p.m. 

24 



12,500 

36.00 

.55.00 

7.00 

2.00 

0 

rftles;  coryza. 
No  rftles ;  still 
coughs.    Dis- 
charged well 
July  7. 
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CASE    XVI. 


DIAUIY08I8 — MEASLK8,   LARYITOITIS,   OTITIS   MEDIA. 

Male,  Italian,  age  twenty-five  years.    No  history  obtained. 

Physical  examination,  May  7:  Well  developed,  fairly  nourished.  Con- 
junctivae reddened;  Koplik  spots  present;  characteristic  maculopapular 
eruption  all  over  body.    Many  scattered  rftles. 


Date 

1 

9 

0 

u  o 

h 
It 

h 

s 

a 
1 

1 

1 

'         Remarket 

i 

K 

s| 

9  U 

a  9 

2  S 

IIJ 

0 

o 

C- 

>* 

5 

1 

-1" 

•33 

gsJS 

1 

C8 

1 

6± 

H 

:^ 

0^ 

CO 

H? 

s 

£ 

1 

May  8,  5p.m... 

100.7 

4,400 

61.25 

17.50 

7.75 

13.50 

0 

- 

'  Hic.9a(;  ivds 
1      5,02i,000. 
'  Very  hoarse; 

MaylMl  A.  li.. 

9 

100.0 

8,800 

74.7."i  '  14.25 

4.00 

6.75 

0.25 

_ 

1 

rash  nearly 

'      gone  on  12th. 

purulent  dis- 

charge from 

1      riirht  ear. 

May  14,  5  P.M... 

12 

101.9 

9,900 

51.50    31.50 

5.50 

10.50 

1.00 

X. 

1  Severe  bronchitis 

1      still  with 

hoarseness 

May  18,  4  P.M... 

16 

100.0 

10.600 

69.25 

20.25 

6.25 

3.00 

1.25 

1  Hg.9QC;  reds 
!      4,868.000;  less 

cough;  still 

rftles  and 
1      hoarseness. 

May  22,  4  p.m... 

20 

99.0 

10,400 

67.50 

21.00 

5.25 

5.75 

0.50 

X. 

Ear  still  di». 
charging:  rftles. 

May26,10  :30a.m. 

24 

99.0 

10,200 

60.25 

28.50 

2.00 

8.00 

\:si 

X. 

'  H^.90S;  ro^s 

'      diarrhoea; 
1      alight  aural 
discharge. 
Up  on  28th. 

June  1,11  :H0  A.M. 

30 

96.6 

9,600 

^6.50 

28.75 

8.00 

11.00 

0.75 

N. 

June  7. 8  A.  m.... 

96 

98.6 

9,000 

74.50 

14.75 

8.50 

6.75 

0.50 

— 

Discharged  well. 

CASE    XVII. 
DIAGNOSIS  —  MBASLES,   OTITIS   MEDIA,   MASTOIDITIS,   PHTHISIS. 

Female,  age  fourteen  years.  Past  history:  Chronic  discharge  from  both 
ears,  oflF  and  on,  since  age  of  seven.  Present  illness  began  May  19  with  head- 
afehe,  fever,  coryza. 

Physical  examination,  May  21:  Fairly  well  developed  and  nourished. 
Conjunctivae  and  throat  injected;  Koplik  spots  present;  characteristic  rash 
on  roof  of  mouth  and  skin,  confluent  on  the  face,  discrete  elsewhere.  Heart 
negative:  moist  and  dry  rftles  present.    Temperature  104.8**. 
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o 

i« 

k 

- 

-J} 
i 

t 

S 

si 

h 

u 

J 

1 

Date 

s 

2 

3 

o  5 

3  o 

"  s 

1 

0-* 

Remarks 

1 

0  v 

c  a 

ill 

'/5 

ill 

1 

1 

May  22,3:30p.m. 

4 

102.0 

5,900 

83.75 

13.00 

3.25 

0 

0 

- 

Hk.9W;  red  cells 
5,356,000;  rash 
same  as 
yesterday. 

Rash  fading ; 

May  24,  6  p.m... 

6 

98.5 

7,200 

49.00 

41.50 

8.00 

1.50 

0 

N. 

desquamation 

May  26 

8 

98.2 

9,000 

56.25 

34.50 

7.25 

1.75 

0.25 

i^. 

beginning. 
Rash  gone. 
Right  ear  began 

May  29, 6  P.M... 

11 

99.3 

12,300 

69.75 

22.00 

8.25 

0 

0 

to  discharge 

yesterday:  left 

ear  aches. 

June  1.10:30a.m. 

14 

100.2 

16,200 

76.75 

16.75 

6.50 

0 

0 

-f 

Temperature  101 
yesterday;  left 
ear  now  dis- 

charging; par- 
tial deafness. 

June4,  ."Sp.  M... 

17 

103.2 

14,700 

83.25 

13.75 

2.50 

0.25 

0.25 

Profuse  dis- 
charge ;  no  mas- 
toid tender- 
ness; 1 
myelocyte. 

Less  discharge. 

June?,  6  P.  M... 

20 

101.6 

9,200 

62.00 

31.50 

5.25 

1.25 

0 

_ 

June  12,3:  30p.m. 

2.-! 

99.9 

11,300 

73.00 

21.00 

4.50 

1.50 

0 

N. 

No  discharge 
from  left  ear, 
slight  from 
riglt. 

June  16,9:30a.m. 

29 

98.7 

16,100 

70.75 

24.50 

3.75 

0.50 

0.50 

+ 

June2040  :30a.m. 

83 

98.3 

8,700 

59.50 

38.00 

7.50 

0 

0 

+ 

Tender  swelling 
in  front  right 
ear  appeared 
yesterday ; 

• 

right  ear  still 

June  23,  9  A.  M . . 

36 

98.0 

9,800 

77.50 

16.25 

6.00 

0.25 

0 

Sl.- 

running. 
Swelling  in  front 
of  ear  persists : 
edema  of  an- 
terior wall  of 
auditory  canal ; 
swelling  and 
tenderness  over 
mastoid. 

June  26,9  :30a.m. 

39 

100.0 

7,100 

66..-)0 

21.50 

11.75 

0 

0.25 

Sl.- 

On  Z'ith  slight 
hemoptosis, 
temperature 
108  ;  no  tuber- 
cle bacilli  in 
sputum;  scat- 
tered coarse 
rftles;  cervical 
glands  en- 
larged. On  26th 

operaticm; 

miistoid  full  of 

pus;  curetted 

and  drainml. 

Jnne29,10  :90a.m. 

42 

100.2 

10,900 

47.75 

41.50 

10.25 

o.r> 

0.25 

N. 

McKlerate  fever 
till  July  21; 
July  29  HigiiH  of 
infiltration  nt 

left  u|M*x.    Dis- 

charged toC*oii- 

Val<'H<!IMlt 

Home. 
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CASE  xviri. 

DIA(.N08Irt-- MEASLES,   OTITIS   MEDIA,  MASTOIDITIS. 

Female,  age  twenty-three  years.  Acute  articular  rheumatism  five  years 
ago.  Onset  of  present  illness  May  23,  with  cough,  and  rash,  appearing  first 
on  forehead. 

Physical  examination,  May  27:  Well  developed  and  nourished.  £yes 
suffused;  mouth  and  throat  reddened;  macular  eruption  on  hard  palate: 
Koplik  spots  present:  on  the  skin  there  is  a  bright  maculopapular  rasb^  con- 
fluent on  the  face,  elsewhere  discrete.  The  heart  shows  enlargement  to  the 
left,  a  systolic  murmur  at  the  apex,  and  accented  pulmonic  second  sound 
(mitral  regurgitation):  lungs  negative. 


Date 


May  27,5  P.  M... 

1      5 

May  29,  5  P.  M... 
May.'Jl,  1  P.  M... 

7 

9 

Jun«'2,  fip.  M... 

11 

Juno  5,3:30  P.M. 

14 

JUIU'  8.  10  A.  M.. 

17 

Juno  12,  4p.  M.. 
June  16,9  a.m.. 

21 
25 

June  20,10  A.  M. 

29 

July  7,  rt :30  p.m. 

46 

104.0 


ia).H  I 

97.7  ' 


II 


4,800 


4,700 
4..%0 


iW.H  ,   16,.30O 


I 
99.2  I   10,000 

i 

100.0     14.700 


100.4 
99.5 


99.0 


10,HOO 
12,900 


11,.300 


3  S 

C  3 


84.50 


61.50 
49.00 


79.75 


68.75 


11.50 


20.00 
37.00 


13.75 


20.00 


u 

^* 

* 

X 

7li 

o 

^ 

s8 

a 

"c 

C9 

III 

S 

1 

-^ 

^ 

S 

n 

74.00  I  16.25 


4.00 


10.00 
10.25 


4.00 


8.50 


8.25 


13,100     6K..50    2.5.00  I    3..50 


^1 


74.25 
63.7 


64.00 


1.50  I  10.25 


26.00 


5..50 


!  0 

0 

7.75 
3..50 

0.75 
0.25 

1.75 

0.75 

1.75 

1.00 

1.00 

0.50 

1.00 
2.00 

2.00 
2.00 

2.75 

2.25 

2.75 

1.75 

Remarks 


N. 
N. 


N. 

Sl.-t 


Strych.  gr.  A 
every  I  hours. 

Rash  fading:. 

Cou^h:  lungrs 
ne^tiTe;  rash 
not  quite  gone. 

Yesterday  ear- 
ache on  right 
with  congestion 
and  bulging  of 
drum  head. 

Right  ear  still 
aches,  but  doe> 
not  discharge: 
desquamation. 

Purulent  dis- 
charge from 
right  ear  since 
yesterday ; 
irrigation. 

Still  much  aural 
discharge. 

Gaining  strength 
slowly;  para- 
centesis of  right 
ear  on  21st. 

Discharge  con- 
tinues; tender 
over  mastoid 
2  weeks ;  July 
8  operation  and 
pus  found.  July 
29  discharged 
relieved. 
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CASE    XIX. 

DIAGNOSIS  —  MEASLES,  TON8ILITI8. 

Male,  age  twenty-three  years.  Past  history  negative.  Present  illness 
began  May  18  with  cough,  fever,  and  lachrymation. 

Physical  examination.  May  23:  Well  developed  and  nourished.  Eyes 
suffused;  throat  red;  Koplik  spots  present;  typical  maculopapular  eruption 
on  face  and  body,  thickest  on  face.    Heart  and  lungs  negative. 


c; 

u 

" 

9 

I 

X 

'I 

H 

l| 

J 

1 

Date 

5 
1? 

s 

B 

9 

1 

•It 
50 

at: 

C  P 

3^ 

ill 

S3  ^ 

1 
§ 

1 

.2 
1 

Remarks 

Q 

H 

{S 

cu 

X 

^ 

:^ 

s 

May  23,  6  P.  M.. . 

6 

102.3 

8,900 

85.25 

9.75 

4.25 

0.50 

0.25 

May  25,5  :30  p.m. 

8 

96.3 

10,700 

56.50 

36.25 

5,75 

1.50 

0 

N. 

Rash  fading. 

May  29,3:30  P.M. 

12 

98.2 

14,000 

73.25 

20.00 

5.75 

0.75 

0.25 

N. 

Few  sonorous 
rftles;  less 
cough;  des- 

quamation 

yesterday. 

June  2, 6  :30  p.m. 

16 

98.0 

19,000 

72.00 

19.50 

7.25 

0.75 

0.30 

N. 

May  31,  sore 
throat;  fever 
102.8:  tonsils 
swollen  with 
exudate. 

June  4, 6  :90  p.m. 

18 

99.0 

19,000 

72.00 

23..-J0 

:i.75 

0 

0.75 

N. 

Exudate  still 
present  on  ton- 
sils ;  up  since 
3d. 

Junes,  9  A.M... 

20 

17,800 

74.50 

20.25 

4.50 

0.50 

0.25 

N. 

JunelO,10  :30a.m. 

24 

■98,'5 

16,600 

67.50 

25.25 

6.50 

0.25 

0.50 

N. 

Chronic  pharyn- 
gitis and  en- 
larged tonsils ; 

no  exudate ; 

June  12.  dis- 

charged well. 
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CASE   XX. 
DIAGNOSIS  —  MEASLES   DURING  OONVALE8CENCB  PBOM  SCARLATINA,  DIPHTHERIA. 

Male,  age  nine  years.  Past  history:  Scarlatina  beginning  April  29;  on 
May  14  fever  to  102.7°;  next  day  cough,  sneezing;  Koplik  spots.  Glands  in 
neck  much  enlarged;  no  rash. 


I 

J 

l| 

ll 

I 

1 

Date 

s 

1 

A 

1 
1 

1 
1 

1 

R«Tnark.<< 

Q 

H 

^ 

cu 

« 

^ 

S 

s 

May  15,  5  p.  m  . . . 

2 

lOl.l 

16,700 

74.80 

9.80 

13.21 

1.30 

0.80 

N. 

Hg,  7»;  reds 
4,180,000;  leu- 
oocvtosis  may 

vions  scar- 
latina. 

May  17,5:30p.m. 

4 

100.0 

8,300 

76.25 

11.75 

11.75 

0 

0.25 

SI.+ 

More  KoplikV 
spots;  eu- 
phoria ;  suffu- 

sion of  eyes. 
Ether  at  12  M.  for 

May  18,  5  P.M... 

5 

100.0 

9,300 

83.75 

6.75 

9.23 

0 

0.25 

X. 

extraction  of 

tooth. 

May  19,8:30  P.M. 

6 

103.4 

7,500 

79.75 

8.00 

11.25 

0 

1.00 

Typical  rash 
appeared  first 
on  face  then  on 
whole  body 
except  abdo- 
men: corysa: 
cough. 

May  20, 5 :30  P.M. 

7 

103.4 

7,300 

74.00 

18.50 

7.00 

0.50 

0 

N. 

Very  profuse 
rash. 

May  21, 3  :30  p.m. 

8 

101.2 

11,800 

73.25 

18.75 

7.00 

1.00 

0 

N. 

Rash  fading ; 
desquamation 
of  scarlatina  on 
thigh;  numer- 
ous dry  rAles. 

May  23, 5  P.M.. 

10 

102.8 

32,000 

76.00 

19.25 

4.25 

0.25 

0.25 

Stenosis  larynx 
intubation, 
antitoxine 

12,000  units; 

coughed  up 

membranes;  1 

myelocyte  seen. 

May  24.  5  p.  m.  . . 

11 

103.0 

24,100 

71.50 

2J.75 

6.75 

0 

0 

N. 

Breathes  easily 
through  tube ; 
Hff.80(;  red 
cells  5,000,000. 

Positive  culture 

May  26,12  :30p.m. 

13 

102.0 

21,900 

66.00 

22.i)0 

11.50 

0 

0 

Much 

+- 

from  nose  and 
throat ;extubed 
yesterday; 
strych.  ^  and 

brandy  erery  4 

hours. 

May  .30,  6  P.  m.  . . 

17 

99.2 

17,800 

78.00 

14.75 

6.23 

0.50 

0.50 

+ 

Purulent  dis- 
charge from 
ears,  and  cul- 
ture shows 
diphtheria 
baciUi. 

June 4, 4:. 30  P.^. 

22 

96.6 

16,600 

79.50 

15.75 

4..50 

0.25 

0 

— 

Aphonia; 

achromia  in 

red  cells. 
Reds  4,696,000  ;Hg. 

June  11,9  :30  a.m. 

29 

9H.4 

11,900 

69.75 

18.75 

11.00 

0.25 

0.25 

N. 

5&{;  convales- 

cent.   Dis- 

charged well 

I 

July  4. 
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CASE    XXL 


DIAGN08IB    -MEASLES,    BRONCHOPNEUMONIA,    DIPHTHERIA. 

Male,  Syrian,  age  two  years.  One  sister  has  measles  (case  No.  12).  Present 
illness  began  June  10. 

Physical  examination,  June  13;  Fairly  nourished,  marked  rachitis:  throat 
red ;  a  slight  eruption  on  hard  palate ;  Koplik  spots  on  both  cheeks ;  on  face, 
neck,  and  chest  a  tine  discrete  maculopapular  rash,  less  marked  on  the 
abdomen,  thighs,  and  arms ;  cervical  glands  enlarged.  Systolic  murmur  at 
apex;  marked  general  bronchitis;  spleen  palpable  two  fingers  below  costal 
margin. 


Datp 


t 

-2 

if 

99.0 

8,100 

64.50 

102.7 

9J00 

50.50 

100.3 

18,100 

52.50 

99.0 

19,100 

60.25 

99.5 

1.5,900 

62.50 

99.7 

15,300 

61.75 

lOl.O 

31,800 

84.25 

99.8 

20,050 

77.25 

101.3 

15,800 

72.25 

\ 


Rpinarkt 


June  13,  6  p.  m... 
June  15, 2:.%  P.M. 


June  17, 11  A.M.. 
June  20,  8  a.  h... 

June  23,  9  A.  m... 


Junp28,10  :30a.m. 
July  1,1:30  p.m. 

July  5, 12  :30  p.m. 


14 


June  26,  10  a.  M..     17 


19 


22 


26 


25.00 
37.25 


35.25 
28.75 


30.25 


28.25 


12.00 


15.50 


17.25 


10.00 
11.75 


11.25 
9.25 


6.00 


0 
0.25 


1.00 
1.00 


0.50 


6.00 


0.50 
0.25 


0 
0.75 


0.75 


0.75      0.25 


0.25 


8.25 


N. 


0.25 


N. 


Hg.  85:5;  strych. 
«r.Vqevery4hr9, 

Eruption  sparse 
until  yesterday, 
now  at  its 
height;  nasal 
discharge;  dry 
r&les;  2  myelo- 
cytes. 

Rash  fadin/ir ;  de- 
squamation; 1 
myelocyte. 

Rash  still  visible 
till  today ;  r&les 
more  numerous 
and  moist;  ex- 
piratory grunt; 
2  myelocytes. 

On  21st  tempera- 
ture 102.3; 
bronchial 
breathinfjT  and 
consonating 
rftles  at  ri^ht 
apex ;  no  signs 
or  consolida- 
tion;  2   myelo- 
cytes. 

Few  rftles;  Iar)'n- 
geal  cough; 
slight  difficulty 
in  breathing. 

Stenosis  larynx ; 
intubation  with 
relief;  antitox- 
in 12.000  units. 

On  29tn  positive 
culture;  cough- 
ed up  pieces  of 
membrane;  an- 
titoxin 12,000 
units. 

July  8  died  in  fit 
or  suffocation: 
autopsy  showed 
ulcer  in  larynx, 

Crobably  due  to 
adiy  fitting 
tube. 
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CASE    XXII. 
DIAGNOSIS  —  MRA8LES,   DIPHTHERIA. 

Male,  age  about  twenty-five  years.  No  history  obtained,  except  that  the 
rash  appeared  May  25. 

Physical  examination.  May  26 :  Well  developed  and  nourished.  Marked 
conjunctivitis  with  photophobia;  tonsils  swollen  and  red,  with  mucus  exudate: 
throat  very  red  ;  macular  rash  on  roof  of  mouth ;  numerous  Kopliks ;  typical 
maculopapular  rash  on  face  and  to  a  slight  degree  on  the  chest,  not  else- 
where.   Heart  negative :  no  rAles. 


Dnto 


May  26.  4  P.  M 
May  29, 2:30  P.M. 


May  31, 12  M... 


Juno  2,  5  p.  M. 


June  5.  y  v.  M.  . 


Jiini'  7,S:'Wa.m. 


JunrW,9::«A.M. 


JuDel2, 8  A.M.. 
June  17,9  a.m.. 


22 


r)jL    KH.o 
8      103.8 


10    ,  100.5 


12       101.0 


l.')       100.3 


17        W».0 


19        98.8 


99.3 
98.5 


b 

1 

s| 

b 

u 

I 

X 

i 

si 

ii 

m 

1 

s 

1 

.2 

as 

1 
s 

Remarks 

4,400 

81.00 

12.75 

5.00 

1.25 

0 

Hk.«j5:  red. 
6,420,000. 

5,000 

89.75 

7.00 

3.00 

0.25 

0 

Brilliant  univer- 
sal rash ;  severe 
conjunctivitis: 
enlarered  and 
tender  glands 
under  iaw. 

Rash  fading; 

8,100 

82.23 

24.50 

9.25 

4.00 

0 

— 

petechap  in  pla- 

ces; numerous 

dry  rAles;  con- 

junctivitis bet- 

ter. 

10,000 

78.75 

15.50 

4.00 

1.75 

0 

N. 

Desquamation: 
throat  red  and 
inflamed;  ton- 
sils swollen,  but 
without  ex- 
udate. 

15,700 

85.00 

8.75 

6.25 

0 

0 

N. 

On  6th  sore 
throat,  hoarse- 
ness; tempera- 
ture 101  . 

14,20() 

87.75 

7.75 

4.00 

0.50 

0 

N. 

Very  hoarse:  no 
rftles;tonsilsred 

swollen,  with 

thick  exudate 

at  mouth  of 

19,300 

93.75 

3.30 

2.30 

0.25 

0 

" 

On  8tli  positive 
culture  from 
throat:  antitox- 
in 8,000  units  on 
7th  and  8th. 

10,300 

90..% 

3.75 

3.75 

1.25 

0.73 

9,700 

73.50 

19.50 

5.25 

1.25 

0.50 

+ 

Uponl4th;5liKht 
chronic  pharyn- 
gitis; discharg- 
ed well  June  25. 
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CASE    XXIII. 
DIAGNOSIS  —  MEASLES,   DIPHTHERIA. 

Female,  age  ten  years.  Pneumonia  four  years  ago ;  no  children's  diseases. 
Present  illness  began  June  10  with  malaise,  nausea,  and  headache ;  later, 
cough  and  sore  eyes.  Rash  appeared  on  evening  of  June  14,  on  face  and  then 
on  chest. 

Physical  examination,  June  15 :  Well  developed  and  nourished.  Moderate 
prostration ;  slight  conjunctivitis  and  coryza ;  a  few  Koplik  spots  on  each 
cheek :  characteristic  early  eruption  of  measles ;  thick  on  the  face,  thinner 
elsewhere.    Heart  negative :  a  few  fine  rftles. 
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u 

en 

03 

i 

-1 

_t 

1 

Date 

s 

o 

>> 

e8 

i 

§8 

a  ^ 

ill 

a 

0 

a 

1 

1 

1 

Ronuirks 

Q 

B 

is 

C£        'OQ 

>^ 

i:^ 

S 

Jane  13, 1  p.m... 

5 

lOl.O 

4,400 

83.25 

12.25 

3.50 

0 

1 

- 

Hff.SOv;  crisis  on 
16th :  mild  case. 

Junol7,8:30A.M. 

7 

98.3 

4,700 

55.00 

30.25 

13.75 

0.75 

0.25 

— 

Ra.sh  fadinK; 
euphoria. 

June  19,9  :30  a.m. 

9 

98.2 

6,000 

51.00 

36.50 

9.25 

1.75 

1.50 

N. 

Sliffht  desquama- 
tion. 

June21,12  :90p.m. 

11 

101.6 

17,900 

78.75 

15.00 

6.25 

0 

0 

Sore  throat;  Kray 
membrane  on 
ri^ht  tonsil, 
little  on  left: 
positive  cul- 
ture; antitoxin 
8,000  units. 

Comfortable. 

June  22, 3  :90p.m. 

12 

100.0 

21,400 

82.75 

8.75 

8.00 

0.50 

0 

-f 

June2ii,7P.  M... 

15 

98.5 

14,500 

59.25 

26.50 

8.50 

3.75 

2.00 

Membrane  rapid- 
ly disappeared. 

June28,12  :90p.m. 

18 

100.3 

19,900 

80.50 

14.25 

3.50 

1.75 

0 

N. 

Urticaria;    fever 
from  antitoxin ; 
increased  leu- 
cocytosis  and 
rise  inneutro- 
philes.probably 
from  same 

July  2,  5  p.  M. . . . 

22 

99.0 

7,200 

48.50 

:«.25 

11.25 

2.00 

0 

SL- 

cause. 

July  5,  3  p.m.... 

2.5 

98.5 

13,2U0 

64.60 

27.60 

6.00 

1.00 

0.80 

+ 

Digestive  leuco- 
cytosis:  dis- 
charKea  well 

JulyH. 
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CASE    XXIV. 


DIAGNOSIS-    MEASLES,   DIPHTHERIA 

Male,  age  twenty  three  years.  Scarlatina,  pertussis,  and  mumps  in  child- 
hood. Malaria  eleven  years  ago.  Present  disease  began  June  7  with  fever, 
cough,  hoarseness,  and  coryza.  Two  days  later  a  rash  appeared,  first  on  the 
face,  then  on  the  body,  with  soreness  of  the  eyes. 

Physical  examination,  June  10 :  Well  developed  and  nourished.  Slight 
conjunctivitis :  numerous  Koplik  spots ;  eruption  on  roof  of  mouth ;  charac- 
teristic blotchy  eruption  of  measles  on  face  and  body.  Soft  systolic  murmur 
at  apex  ;  scattered  moist  rAles. 
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Remarks 
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h< 
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a 
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ffl 

- 
JunelO.lO  :30a.m. 

■ 

104.2 

5,100 

84.75 

6.75 

8.25 

0 

0.25 

— 

Hg.90S;  urine— no 
album  in ;  cul- 
tures from  Dosr 
and  throat  nes- 
ative. 

Juno  12, 8  :30  a.m. 

« 

U8.7 

4,900 

60.50 

23.50 

11.00 

4.75 

0.25 

Brilliant  erup- 
tion, confluent 
on  face  and 
mouth:  nega- 
tive culture. 

June  14,8  KK)  A.M. 

X 

98.8 

12,600 

74.00 

2i.00 

4..1O 

0.50 

0 

— 

Eruption  gone  ex- 

cept where  it 

was  petechial: 

June  17, 9 ::«  A.M. 

u 

9«.2 

21,000 

83.25 

6.00 

10.25 

0.25 

0.25 

+ 

Toice  hoarse. 
Stm  hoarse; 
throat,  heart, 
lungs,  and  ab- 
domen nega- 
tive. 

Juno  19, 8 :;«  A.M. 

i:j 

99.0 

29.80U 

85.25 

7.75 

6.75 

0 

0.25 

N. 

ChUl  yesterday 
with  rise  of 
temperature  to 
103.3';  nothing 
objective. 

Juno  22.  12  M. . . 

16 

100.0 

18,100 

— 

Does  not  appear 

sick. 
Hoarseness  wear- 

Juno 2.-),  :>:.•»  P.M. 

19 

99.0 

1.5,600 

ing  off:  nega- 
tive culture 

from  nose  and 

throat. 

June  30,  3  P.  M... 

24 

99.0 

19.100 

83.75 

11.25 

4.25 

0.50 

0.25 

+ 

Discharged  well 
June  30. 
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CASE    XXV. 


UIA0N08IH — MEASLES   DURING  CX)NVALK8CENCK   FROM  TYPHOID   FEVER. 

Male  age  sixteen  years.  Entered  the  Massachusetts  General  Hospital 
May  5, 1902,  giving  a  history  of  two  weeks  of  symptoms  suggesting  typhoid 
fever.  On  May  17,  during  convalescence  from  the  fever,  the  temperature  was 
accompanied  by  slight  general  symptoms,  and  on  the  third  day  a  character- 
istic rash  appeared. 

Physical  examination,  May  20 :  Well-developed,  moderately  emaciated 
boy.  Eyes  suffused  ;  numerous  Koplik  spots  present ;  marked  macular  erup- 
tion on  soft  palate ;  typical  eruption  of  macules  and  papules  on  face,  trunk, 
and  thighs,  sparse  on  the  legs,  confluent  on  the  back.  Systolic  murmur  at 
apex ;  lungs  negative ;  spleen  not  palpable,  but  enlarged  to  percussion. 
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Remarks 
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s 
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CO 
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May  20, 4:30  P.M. 

6± 

101.5 

3,400 

65.25 

29.50 

3.50 

1.75 

0 

N. 

Redcens4,336,000: 
Temperature  fell 

May  22, 4  :30  p.m. 

8 

98.1 

5,100 

47.00 

46.50 

4.75 

1.75 

0 



yesterday ;  rash 

nearly  gone; 

desquamation 
beginning. 

May,  24 

10 

98.3 

4,700 

51.00 

43.25 

4.50 

1.25 

0 



Convalescent. 

May  27,  6  p.m... 

13 

97.8 

Sv'iOO 

62.00 

30.50 

5.75 

1.50 

0.25 

N. 

May  .31,  2  p.m... 

17 

98.5 

5,200 

60.75 

33.00 

5.25 

0.75 

0.25 

SI.- 

Red  cells  show 
slight  achromia 

June  6.  7  p.m.... 
June  11,8  :30  a.m. 

23 

100.5 

3,700 

59.75 

34.2> 

5.25 

0.25 

0.50 

— 

Up  on  5th. 

28 

97.7 

2,900 

43.75 

52.00 

2.00 

1.50 

0.25 



June  18,  8  A.  M... 

35 

98.5 

4,500 

58.50 

31.50 

8^ 

1.25 

0.55) 

— 

Good  convales- 
cence. 

Junp26, 10  :30a.m. 

43 

5,100 

55.75 

36.25 

6.75 

0.75 

0..-)0 

~ 

Discharged  well 
July  2. 
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CARE    XXVI. 


DXAGNOSI8  —  SCARLATINA,  MEASLES. 

Female,  age  three  years.    No  history  obtained. 

Physical  examination,  May  31:  Fairly  developed  and  nourished.  Slight 
nasal  discharge;  mouth  and  throat  red;  papillae  of  tongue  red  and  swollen: 
punctate  eruption  on  roof  of  mouth  and  over  chest  and  abdomen,  emphasized 
in  the  groins  and  axillae,  typical  of  scarlatina.    Heart  and  lungs  negative. 
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Date 
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1 
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Remark> 
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9,300 

0U 

11 
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MaySl,  4p.  H.. 

2 

lOl.K 

67.75 

21.25 

7.75 

3.00 

0.25 

-f 

Hk.  STi*. 

Juno  2, 4 :30  P.M. 

4 

104.2 

7,000 

68.75 

20.75 

8.75 

1.50 

0.25 

Characteristic 
macolopapular 
rash  all  over 
body;    Koplik 
spots;  7  myelo- 
cytes. 

Juno  4,  4  p.  M. . . 

6 

99.3 

12,300 

.■>8..'i0 

34.00 

4.>5 

.3.25 

0 

Crisis;     rash   al- 
most gone:    no 
desquamation: 
coDjunctiTitis 
3  myelocj'te!* : 
moderate 

achromia. 

June6,  0:30 P.M. 

8 

98.1 

i9,eoo 

58.25 

33.75 

5.00 

2.75 

0.25 

+ 

Still  much  cough; 

11  myelocytes, 
.ifew  coarse  rales. 

JuneK,ll:aOA.M. 

10 

98.4 

19,200 

48.25 

41.25 

7.50 

2.75 

o.r» 

N. 

otherwise  noth- 

ing objective: 
red    cells    nor- 

mal; no  myelo- 

cytes. 

June  12,  3  p.  m.. 

14 

98.7 

22,600 

62.75 

24.50 

9.25 

3.00 

0..50 

1  myelocyte. 

Junpl6,10:30A.M. 

18 

98.7 

16,600 

57.00 

33.75 

5.50 

3.00 

0.75 

N.' 

Typical     desqua- 
mation of  ?*ar 
latina. 

Juno  21,  12  m.... 

28 

98.4 

13,600 

39.25 

49.50 

7.75 

1.75 

1.75 

Sl.- 

June  25,6  :30  p.m. 

27 

18,900 

44.25 

16.50 

7.50 

1.25 

0.50 

N. 

Up  yesterday:  1 

myelocyte. 
Still  desquamat- 

Juno  29, 10  A.  m. 

31 

14,400  '  52.50 

34.00 

9.50 

3.75 

0.25 

N. 

July  3,  2:30  p.m. 

.35 

z 

13.800  j  43.75 

45.75 

9.00 

1.75 

0.75 

Discharffed    well 
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CASE    XXVIL 

DIAGNOSIS  —  SCARLATINA,  MEASLES,  OTITIS   MEDIA. 

Male,  age  seven  years.  Transferred  from  Eye  and  Ear  Infirmary,  where  he 
had  undergone  an  operation  for  adenoids.  On  May  29  he  was  seized  with 
fever  and  malaise,  and  the  next  day  a  punctate  erythematous  eruption  was 
noted.    Entered  the  hospital  May  31. 

Physical  examination,  May  31:  Well  developed  and  nourished.  Facies  of 
adenoids;  discharge  from  left  ear;  marked  conjunctivitis  and  blepharitis: 
punctate  eruption  on  roof  of  mouth;  papillae  of  tongue,  red  and  enlarged; 
throat  red;  over  body  a  punctate  erythema,  fading  on  chest,  bright  on  extrem- 
ities.   Heart  and  lungs  negative. 
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MaySl,  3:30  P.M. 

0 

102.8 

11.00 

5.00 

10.25 

0.25 

N. 

Hg.  8.5f . 

June  2,3:30p.m. 

2 

102 

7,ao 

68^5 

16.75 

10.25 

4.25 

0..T0 

Rash  fainter ; 
eyes  suffused ; 
Koplik  spot.^. 

June  4,  6  p.  M. . . 

4 

101.2 

4,600 

79.75 

14.75 

3.50 

1.75 

0.25 

_ 

June  5,  5  p.  M. . . 

.") 

100.1 

4,.)00 

71.7.> 

23.00 

3.25 

1.25 

0.75 

N. 

Typical    maculo- 
papular   erup- 
tion on  face, 
body,    extremi- 
ties, and    hard 
palate;  Koplik 
spots;  cough. 

On  6th  rash  pro- 

June7,6:.30p. m. 

7 

100.4 

4,600 

60.r) 

24.25 

10.25 

5.25 

0 

_ 

fuse,  confluent 

on  body;    tem- 

perature 103.2  . 

June  9 

9 

100.3 

9,100 

72.25 

20.75 

5.00 

1.75 

0.25 

Earache;  no  dis- 
cbarge; drum 

June  12,9  a.m... 

12 

99.9 

11,700 

69.25 

16.75 

7.25 

6.25 

0.50 

N. 

opaque. 
No  symptoms; 
some  achromia. 

June  16,  10  a.  m. 

16 

100.1 

8,400 

69.00 

20.50 

8.00 

l.RO 

1.00 

N. 

Slii^ht  purulent 
discharge  from 
both  ears;  par- 
tially deaf: 
chronic     rhini- 

tis and  blepha- 

ritis. 

June  21, 11  A.  M. 

21 

98.4 

10,.300 

61.75 

24.75 

9.25 

2.50 

1.75 

" 

Hg.  .5.5^;  red  cells 
4,248,000;      red.s 
show  achromia. 

June  29,  9  a.  m.. 

27 

7,800 

48.50 

.37.00 

11.00 

.3.25 

0.25 

4- 

Ear      still      dis- 
charging. 
August    1,    dis- 
charged. 
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CASE    XXVIII. 
DIAGNOSIS  —  MEASLES,  SCARLATINA   DURING  COITVALESCENCE. 

Male,  age  five  years.  Past  history  negative.  Present  illness  began  June 
10  with  coryza;  and  rash  appearing  on  the  face. 

Physical  examination,  June  10:  Well  developed  and  nourished.  Suffu- 
sion of  eyes;  coryza;  conspicuous  Koplik  spots;  on  the  face  is  a  discrete 
macule  papular  eruption:  a  few  spots  on  the  chest,  ndhe  elsewhere.  Heart 
and  lungs  negative. 
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June  10,  7  p.  m.. 

4 

103.1 

7,800 

76.00 

18.25 

4.75 

0.25 

0.75 

N. 

Rg.mi;  crisis  on 
12th. 

Eruption,  fully 
out    yesterday, 
still  bright  to- 

June 12,  2  p.m.. 

6 

99.5 

5,800 

49.75 

33.75 

i2.!yo 

4.00 

0 

_ 

day:   condition 
goon. 
Eruption    fadini; 

June  14,8  :30a.m. 

8 

98.4 

6,700 

38.50 

50.50 

7.00 

3.75 

0.25 

N. 

away  ^occasion- 

al moist  rftle. 

Junel7,10:30A.M. 

11 

98.7 

9,800 

65.00 

25.00 

.•i.75 

3.50 

0.75 

N. 

Desquamation  on 
16th. 

June20,8:90A.M. 

14 

99.2 

11,400 

72.25 

21.25 

5.00 

1.50 

0 

N. 

June  23,8:30  A.M. 

17 

99.3 

17,000 

73.50 

18.25 

5.50 

2.50 

0.25 

N. 

Ear  cold   and 
cyanotic  when 
blood  taken; 

this  might  ac- 

count for  leaco- 
cytosis. 
No  symptom.<>. 

Juno  26,  9  A.M.. 

20 

99.5 

6,700 

64.25 

21.00 

9.75 

4.25 

0.75 

N. 

June  28,  4  p.m.. 

22 

104.0 

21,600 

79.25 

15.50 

13.50 

1.75 

0 

Sore  throat,  fever, 
malaise:  throat 
red,  erythema- 
tous rash  on 
neck  and  chest: 
scarlatina. 

Juned0,7:30A.M. 

24 

99.2 

25,600 

89.75 

4.75 

4.00 

1.25 

0.25 

Typical    punctal 
erythema  on 
body  and    roof 
of  mouth  yester- 
day:    Hg.  65S; 
reds  4,644,000. 

July  2,  3  p.m.... 

26 

101.0 

18,600 

66.25 

16.50 

10..50 

6.75 

0 

N. 

Rash  fading,  but 
still   present; 
desquamation. 

July  5,  4  p.m.... 

2i) 

99.8 

19..%0 

59.75 

29.00 

6.25 

4.50 

0.50 

N. 

Euphoria.    Dis- 
charged well 

August  20. 

The  subjoined  table,  based  on  fourteen  cases  in  adults,  will 
give  an  idea  of  the  course  of  the  white  and  differential  counts,  at 
different  periods  of  the  disease.  It  is,  of  course,  not  mathemati- 
cally exact,  being  based  on  too  few  cases,  for  as  the  blood  was  not 
examined  every  day,  some  of  the  averages  are  made  up  from  only 
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a  few  cases.  It  is  obvious  that  cases  running  clinically  a  more 
rapid  course  will  pass  through  the  usual  blood  changes  in  a  shorter 
time. 
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5,900 

81.0 

13.3 
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0.1 

0.2 

.5 

101.6 

4,800 

74.4 

18.5 

5.7 

0.6 

0.2 

6 

100.4 

6,800 

68.9 

20.9 

8.2 

1.7 

0.2 

7 

»9.l 

6,400 

55.5 

29.9 

10.5 

3.9 

0.2 

8 

9B.4 

10,800 

62.2 

30.6 

5.8 

1.0 

0.1 

9 

88..-» 

5,800 

53.2 

:^.4 

9.9 

2.9 

0.6 

10 

98.6 

10,200 

64.5 

25.0 

7.1 

2.9 

0.3 

12 

98.2 

9,800 

70.6 

21.2 

6.6 

1.4 

U.3 

14 

98.4 

8800 

66.9 

23.8 

7.8 

1.2 

0.2 

The  following  cases  are  of  interest  as  showing  the  effect  of 
complications : 

Case  XXIX.  Diagnosis  -measles,  bronchopneumonia.  Boy,  age  two 
years.  Eighth  day  of  disease.  Rash  appeared  four  days  ago.  Dyspnea,  gen- 
eral bronchitis,  well-marked  consolidation  at  left  upper  lobe.  Temperature, 
100.8^.  White  count,  15,800.  Differential  count:  neutrophiles,  57.50  per  cent; 
small  lymphocytes,  31.50  per  cent.;  large  lymphocytes,  5  per  cent;  eosinophiles, 
3.25  per  cent.;  mast  cells,  0.25.  10  myelocytes.  1  megaloblast.  Death  on 
following  day. 

Case  XXX.  Diagnosis—  measles,  osteomyelitis.  Girl,  age  eight  years. 
Sixth  day  of  disease.  Fading  rash.  White  count,  21,300.  Neutrophiles,  80 
per  cent;  count  rose  to  42,700  later.  Suppurating  focus  found  at  operation 
in  upper  epiphysis  of  tibia. 

Case  XXXI.  Diagnosis  -measles,  parotitis  epidemica.  Boy,  age  eight 
years.  Ninth  day  of  disease.  Rash  nearly  gone.  Both  parotoids  swollen  and 
painful.  Temperature,  100.3^.  White  count,  16,800.  Neutrophiles,  79.50  per 
cent:  small  mononuclears,  9.75  per  cent:  large  mononuclears,  6.50  per  cent; 
eosinophiles,  4.25  per  cent    Mast  cells,  0. 

Case  XXX JI.  Diagnosis  —  measles,  mastoiditis.  Boy,  age  six  years. 
Twenty-seventh  day  of  measles,  ninth  day  of  mastoid  disease.  White  count, 
14,400.    Operation  the  same  day  showed  a  small  amount  of  pus  in  the  mastoid. 

Case  XXXIII.  Diagnosis  —  measles,  severe  conjunctivitis.  Girl,  age  five 
years.  Seventh  day  of  disease.  Eruption  at  its  height  White  count,  9,300. 
Neutrophiles,  87  per  cent. 

Let  us  first  consider  the  white  count.  Unfortunately  no  cases 
could  be  examined  during  the  period  of  incubation.  In  the  latter 
part  of  the  stage  of  invasion  the  count  was  normal,  with  the  excep- 
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tion  of  Case  XX,  where  a  count  of  16,700  was  found  on  the  day 
after  the  first  symptoms  appeared.  The  previous  scarlatina  ren- 
ders this  count  of  no  value,  as  it  is  known  that  the  leucocytosis 
of  scarlatina  may  continue  for  weeks.  The  count  fell  with  the 
breaking  out  of  the  rash,  usually  reaching  its  lowest  point  at  the 
height  of  the  rash.  At  this  time  it  was  usually  a  low  normal;  in 
one-third  of  the  cases  it  was  diminished  below  5,000  (leucopenia); 
in  a  few  cases  it  was  normal.  With  the  fall  of  temperature  the 
count  became  normal,  either  immediately  or  within  a  few  days, 
sometimes  rising  to  slightly  above  normal.  The  extent  of  the 
diminution  was  in  general  not  dependent  upon  the  severity  of  the 
disease,  except  that  the  V(*ry  low  counts  appeared  only  in  severe 
cases.  The  average  minimum  count  was  5,900,  the  lowest 
2,500. 

The  neutrophiles  followed  a  i)erfectly  regular  course;  normal 
or  somewhat  increased  during  the  i)eriod  of  invasion,  they  showed 
a  well-marked  relative  increase  in  the  stage  of  eruption,  followed 
by  a  marked  and  sudden  fall  with  the  paling  of  the  rash  and  the 
fall  in  temperature,  reaching  subnormal  values.  They  then  gradu- 
ally increased  to  normal  during  convalescence.  Neutrophilic 
myelocytes  were  found  in  ten  cases,  usually  most  abundant  at  the 
time  of  the  crisis.  They  were  more  frequently  found  in  children  and 
always  in  small  numbers,  up  to  1.25  percent.  The  small  lympho- 
cytes followed  a  course  opposite  to  that  of  the  neutrophiles,  being 
normal  or  already  decreased  in  the  period  of  invasion,  markedly 
diminished  during  the  eruption,  rising  to  above  normal  at  defer- 
vescence, and  regaining  normal  values  later.  The  large  mono- 
nuclears (including  large  lymphocytes  and  transitional  forms) 
were  normal  or  even  increased  during  the  stage  of  eruption,  and 
rose  to  above  normal  at  defervescence.  The  eosins  began  to  be 
diminished  during  the  invasion,  and  at  the  height  of  the  eruption 
were  decreased  or  absent  altogether.  At  defervescence  they 
reached  high  normal  values  or  were  distinctly  increased;  in  fact, 
they  were  in  every  case  increased  above  the  percentage  normal  for 
that  individual.  The  highest  percentage  was  13.50  i)er  cent.  (Case 
XVI);  two  other  cases  (X  and  XVIII)  showed  8  per  cent. 

The  mast  cells  showed  no  characteristic  changes.     The  blotxl 
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plates  were  usually  markedly  decreased  at  the  height  of  the  rash, 
but  in  several  cases  they  were  normal,  and  in  one  increased. 

In  the  case  of  children  there  was  likewise  a  normal  or  dimin- 
ished white  count  during  the  eruptive  stage,  and  the  differential 
count  underwent  changes  similar  to  that  in  the  adult,  if  we  reckon 
from  the  percentages  normal  for  the  age  in  question.  As  was  to 
be  expected,  the  neutrophils  were  diminished  and  the  lympho- 
cytes and  large  mononuclears  were  increased  as  compared  with 
measles  in  the  adult.  An  infant,  for  example,  showed  during  the 
eruptive  stage  an  increase  of  neutrophiles  up  to  50  per  cent. 

The  red  count  was  normal  during  the  acute  stage,  unless  low- 
ered by  previous  disease.  In  two  cases  in  which  several  counts 
were  made  there  was  a  moderate  loss  in  red  cells  after  the  crisis, 
about  200,000.  The  hemaglobin  showed  no  constant  changes,  but 
the  method  was  not  sufficiently  accurate  to  detect  slight  variations. 

COMPLICATIONS. 
Acute  otitis  media  occurred  in  four  cases  (XVI,  XVII,  XVIII, 
and  XXVII),  in  three  it  caused  leucocytosis,  in  all  an  increase  in 
the  neutrophiles.  In  two  of  these  (XVII  and  XVIII)  mastoiditis 
occurred  later,  and  at  operation  the  white  and  differential  counts 
were  practically  normal,  although  pus  was  found.  This  shows  us 
that  in  mastoiditis,  as  in  appendicitis,  the  absence  of  leucocytosis 
rules  out  only  a  suppurating  process  which  is  in  the  acute  stage. 
A  third  case  of  mastoiditis  (XXXII)  had  a  count  of  14,400  on  the 
ninth  day ;  pus  was  found  at  operation.  Bronchopneumonia  in 
two  cases  (XXI  and  XXIX)  was  accompanied  by  leucocytosis.  It 
probably  accounted  for  the  leucocytosis  in  Case  XV,  in  which  only 
the  signs  of  extensive  bronchitis  could  be  detected.  Scarlatina 
occurring  simultaneously  with  measles  in  two  cases  (XXVI  and 
XXVII)  showed  a  normal  white  count,  but  increased  eosins. 
This  is  interesting  as  showing  how  the  two  diseases  interacted 
upon  each  other,  measles  abolishing  the  leucocytosis  normal  to 
scarlatina,  and  the  latter  increasing  the  eosins  over  the  normal 
for  measles.  During  convalescence  the  scarlatinal  leucocytosis 
appeared  in  one  case,  but  not  in  the  other.  Scarlatina  complicat- 
ing convalescence  from  measles  (Case  XXVIII)  produced  leuco- 
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cytosis  with  increased  neutrophiles  and  eosins,  as  is  usual  in  that 
disease.  The  complication  with  diphtheria  (Cases  XX-XXIII) 
always  gave  a  well-marked  leucocytosis.  In  two  cases  a  rise  in 
the  neutrophiles  or  a  failure  to  fall  at  the  proper  time  preceded 
the  rise  in  the  white  count,  and  came  several  days  before  the  first 
symptoms  of  the  disease.  Measles  during  convalescence  from 
typhoid  showed  a  marked  and  long-continued  leucopenia  and 
increased  lymphocytes ;  this  was  to  be  expected  from  the  conjimc- 
tion  of  the  two  diseases  producing  the  same  effects  on  the  blood. 
Tonsilitis,  parotitis  epidemica,  osteomyelitis,  and  subcutaneous 
abscesses  (Cases  XIX,  XXXI,  XXX,  and  V,  respectively)  were  all 
accompanied  by  leucocytosis.  Finally  it  must  be  mentioned  that 
in  four  cases  (II,  VII,  IX,  and  XII)  there  was  a  moderate  leuco- 
cytosis (15,000)  during  convalescence,  for  which  no  cause  could 
be  found.  This  does  not  militate  against  the  value  of  blood 
examinations;  it  merely  shows  that  leucocytosis  may  sometimes 
arise  from  causes  which  our  present  clinical  methods  are  not  suffi- 
ciently delicate  to  detect. 

It  will  be  noticed  that  Sobotka,  Renaud,  and  Plantenga  have 
all  found  a  leucocytosis  during  the  incubation  period  of  measles. 
This  is  of  considerable  theoretical  interest,  for  it  shows  that 
during  the  time  there  is  a  reaction  on  the  part  of  the  organism 
toward  the  specific  virus.  It  should  also  be  of  value  in  prophy- 
laxis in  hospitals,  where  frequent  blood  counts  are  possible. 
During  the  stage  of  eruption  all  observers  have  found  either 
normal  white  counts  or  leucopenia.  This  puts  measles  in  the 
same  class  with  those  acute  infectious  diseases  which  run  their 
course  without  leucocytosis,  typhoid,  influenza,  and  miliary  tuber- 
culosis. The  cause  of  leucopenia  is  to  be  sought  either  in  the 
production  of  some  substance  exerting  a  negative  chemotaxis  on 
the  leucocytes,  so  that  they  are  sent  out  from  the  blood-making 
organs  in  diminished  numbers,  or  in  the  actual  destruction  of 
leucocytes.  The  writer  follows  Ttlrk  in  adopting  the  former  view, 
as  more  in  accord  with  the  latest  work  on  the  chemistry  of  the 
blood.  Diseases  which  of  themselves  produce  leucocytosis  do  so 
also  when  complicating  measles,  as  a  rule,  but  during  the  stage  of 
eruption  the  two  diseases  may  counteract  each  other,  so  that  a 
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normal  count  results.  This  occurred  in  my  cases  complicated  with 
scarlatina.  The  presence,  therefore,  of  leucocytosis  points  to  a 
complication;  its  absence  does  not  exclude  one.  It  is  worthy  of 
note  that  the  catarrhal  processes  belonging  to  measles  do  not, 
even  if  severe,  cause  leucocytosis,  as  shown  by  my  cases  of  severe 
bronchitis,  laryngitis,  and  conjunctivitis  (Cases  XVI  and  XXXIII). 
This  is  of  diagnostic  importance  in  distinguishing  them  from 
bronchopneumonia  and  diphtheria. 

The  studies  of  the  course  of  the  differential  count  made  by 
Turk  (three  cases),  Reckzeh  (ten  cases),  and  the  writer  (twenty- 
eight  cases)  agree  in  all  essential  particulars.  The  increase  in 
neutrophiles  with  decreased  eosins  is  not  peculiar  to  measles,  but 
occurs  in  practically  all  acute  infectious  diseases  and  in  suppura- 
tion. Scarlatina  alone  shows  an  increase  of  both  neutrophiles  and 
eosins  during  the  acute  stage.  The  later  increase  of  eosins  in 
measles  sometimes  reaches  the  grade  of  that  in  scarlatina,  but  it 
is  usually  not  so  great  and  of  much  shorter  duration.  In  those 
cases  where  the  rash  is  of  doubtful  character,  and  it  is  hard  to 
decide  between  measles  and  scarlatina,  the  blood  may  help  us. 
Scarlatina  is  usually  accompanied  by  a  well-marked  leucocytosis. 
Mild  cases  may  have  a  normal  count,  but  here  the  eosins  are 
usually  increased;  in  measles,  on  the  contrary,  they  are  diminished. 
The  chief  practical  value  of  blood  examinations  in  measles  lies,  in 
my  opinion,  in  the  early  detection  of  complications,  and  here  a  rise 
in  neutrophiles,  even  without  leucocytosis,  is  suggestive.  It  is  not 
often  that  the  diagnosis  is  in  doubt  when  the  rash  is  already  out. 

CONCLUSIONS. 

From  my  own  work  and  that  of  others  I  would  draw  the 
following  conclusions: 

1.  During  the  incubation  period  of  measles  a  leucocytosis  is 
present,  which  begins  soon  after  infection,  reaches  its  maximum 
six  days  before  the  appearance  of  the  eruption,  and  lasts  into 
the  first  part  of  the  stage  of  invasion. 

2.  During  the  latter  part  of  the  stage  of  invasion  and  during 
the  stage  of  eruption  the  white  count  is  normal  or  more  usually 
diminished,  reaching  its  lowest  point  at  the  height  of  the  rash. 


Digitized  by 


Google 


5H8  Wilder  Tiliston 

3.  The  presence  of  leucocytosis  points  to  the  existence  of  a 
complication;  its  absence  during  the  eruptive  stage  does  not 
exclude  one.  The  onset  of  leucocytosis  with  a  complication  may 
be  preceded  by  a  rise  in  the  percentage  of  neutrophiles,  or  a  failure 
on  their  part  to  decrease  at  the  proper  time. 

4.  The  differential  count  in  measles  takes  the  following  definite 
course:  the  polynuclear  neutrophiles  are  increased  during  the 
stage  of  incubation,  invasion,  and  eruption,  fall  below  normal  at 
defervescence,  and  reach  normal  in  convalescence.  Myelocytes 
are  often  present  in  small  numbers  during  the  period  of  eruption, 
especially  in  young  children.  The  lymphocytes  follow  the  oppo- 
site course — at  first  decreased,  and  increased  after  the  crisis.  The 
large  mononuclear  and  transitional  cells  (including  large  lympho- 
cytes) are  normal  at  first,  and  increased  later.  Eosins  are 
decreased  or  absent  during  the  eruption,  and  later  increased.  The 
mast  cells  show  no  changes ;  the  blood  plates  are  usually  decreased 
during  the  eruption.  The  blood,  becomes  normal  in  all  respects 
at  about  the  twelfth  day. 

5.  In  doubtful  cases  the  absence  of  leucocytosis  with  decreased 
eosins  is  in  favor  of  the  diagnosis  of  measles  as  against  scarlatina, 
and  vice  versa, 

6.  The  blood  of  measles  in  children  shows  the  same  changes  as 
in  adults,  if  the  differences  between  the  normal  blood  of  children 
and  that  of  adults  be  taken  into  consideration. 

In  conclusion  I  wish  to  express  my  thanks  to  Dr.  R.  C.  Cabot,  Dr. 
E.  A.  Locke,  and  Dr.  D.  L.  Edsall  for  valuable  aid  and  suggestions. 
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THE  REDUCTION  OF  METHYLENE  BLUE  BY 

NERVOUS  TISSUE.* 

H.  T.  R1CKETT8. 

{From  the  Pathological  Laboratory  of  the  University  ofChicoffo.) 

A  NUMBER  of  years  ago  Ehrlich  pointed  out  the  ability  of 
living  cells  to  decolorize  (/'.  r.,  reduce)  solutions  of  methylene 
blue.  Later,  Neisser  and  Wechsbergf  devised  an  application  of 
this  phenomenon  to  determine  the  cytocidal  effect  of  some  cellular 
poisons  u|x)n  leucocytes.  They  found  that  living  leucocytes  were 
able  to  reduce  the  dye  quantitatively,  but  when  they  were  killed 
by  heat,  alcohol,  an  immune  leucotoxic  serum,  or  staphylococcus 
"leucocidin,"  they  lost  this  power.  Other  cells,  when  fresh 
(spermatozoa,  pancreas,  kidney),  also  reduced  the  dye,  but  not 
after  treatment  with  an  injurious  agent  (alcohol).  Living  micro- 
organisms had  a  similar  effect,  which  was  lost  on  treating  them 
with  a  bactericidal  substance.  Ferments  and  bacterial  toxins  had 
no  reducing  power. 

I  attempted  to  use  this  method  in  determining  the  toxic  effect 
of  an  immune  neurotoxic  serum  upon  nervous  tissue.  The  serum 
was  prepared  by  immunizing  rabbits  and  geese  with  the  central 
nervous  system  of  guinea  pigs,  and  was  generally  of  such  strength 
that  2.0  C.C.  intravenously,  0.5-1  c.c.  in  the  carotid,  or  0.01-0.5  c.c. 
intracerebrally  caused  the  death  of  a  guinea  pig  in  two  to  twelve 
hours.  The  histological  examination  of  tissues  as  reported  by 
Ricketts  and  Rothstein;};  shows  that  this  serum  produces,  intra 
vHam,  profound  changes  in  the  nerve  cells,  while  the  effects  may 
extend  to  other  tissues  as  well.  In  view  of  the  results  of  Neisser 
and  Wechsberg,  it  was  expected  that  this  "bioscopic"  method 
might  be  applied  here  to  advantage. 

Neisser  and  Wechsberg  placed  their  mixture  of  cells,  toxin, 
and  methylene  blue  in  small  test-tubes,  and  covered  the  fluid  with 

*  Received  for  publication  September  U,  1904. 

fMUTtch.  med.  Wchnsehr,,  1900,  47,  p.  1261;  Zt9chr,fUr  Hyg,,  1901,  36,  p.  330. 

t  Trans.  Chicago  Path.  Soc.,  1903,  5,  207. 
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liquid  paraffin  to  exclude  the  air,  this  being  necessary  for  the 
accomplishment  of  rtiduction.  I  have  found  more  convenient  a 
tube,  suggested  by  Professor  Hektoen,  of  4-5  mm.  in  diameter, 
drawn  to  a  fine  point  at  either  end,  which  can  be  sealed  in  the 
flame  after  the  tube  is  filled. 

For  the  first  experiments  an  emulsion  of  a  guinea-pig  brain  in 
30  c.c.  of  0.85  per  cent.  NaCl  was  used,  the  tissue  being  ground 
fine  with  quartz  sand,  from  which  it  was  decanted ;  later  a  5  per 
cent,  emulsion  was  used  uniformly.  Aseptic  precautions  were 
used  throughout  and  cultures  made  from  the  pipettes  after  the 
termination  of  the  experiment.  That  contamination  was  infre- 
quent may  be  due  in  part  to  bactericidal  properties  of  the  emul- 
sion or  of  the  methylene  blue,  or  of  both.  Experiments  which 
showed  contamination  were  discarded.  Reduction  was  allowed 
to  take  place  at  room  temperature. 

There  is  a  quantitative  relationship  in  the  reduction  of  methy- 
lene blue  by  nervous  tissue.  In  one  case  were  used  0.5  c.c. 
of  emulsion  and  varying  quantities  of  methylene  blue  (0.1  drop 
to  16  drops  of  a  methylene-blue  solution  which  contained  5  c.c. 
of  a  saturated  alcoholic  solution  of  the  dye  and  95  c.c.  sterile 
NaCl  solution).  One- tenth  to  one-half  of  a  drop  was  completely 
reduced;  in  tubes  with  0.5-5  drops  partial  reduction  occurred,  the 
color  in  succeeding  tubes  increasing  gradually.  In  the  remaining 
tubes  the  overlying  fluid  was  densely  blue,  while  the  sediment  and 
a  very  small  zone  above  were  decolorized  after  twenty-four  hours. 
The  fact  that  such  an  emulsion  will  reduce  methylene  blue  at  all 
probably  indicates  that  intact  cells  are  not  essential.  An  emul- 
sion kept  in  the  ice-chest  for  a  week  will  reduce,  although  less 
vigorously  than  when  fresh.  It  occurred  to  Neisser  and  Wechs- 
berg  that  this  might  be  true,  for  they  say:  "It  is  entirely  con- 
ceivable that  certain  cells  may  contain  substances  which  in 
themselves  have  a  reducing  power,  without  regard  to  whether 
the  cells  as  such  are  living  or  not." 

The  reduction  is  in  no  case  permanent.  Tubes  after  being 
completely  reduced  for  three  days  regain  the  original  color  when 
shaken  with  air. 

A  drop  of  formalin  added  to  0.5  c.c.  of  the  emulsion  inhibited 
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reduction,  so  that  at  the  end  of  three  days  there  was  only  a  trace, 
the  control  reducing  completely  in  two  hours. 

Exposing  the  emulsion  of  nervous  tissue  to  a  temperature  of 
70°  C.  for  thirty  minutes  destroys  its  reducing  power  (Table  I). 
Tubes  of  the  emulsion  were  treated  as  indicated  in  the  t^ble; 
then  1  drop  of  the  methylene-blue  solution  was  added. 

TABLE  I. 

Effect  of  Heat  on  the  Rfj>ucino  Power. 

No  retardation;  complete  in  2  hrs. 
Retarded;  not  complete  in  10  hrs. 
Retarded;  not  complete  in  10  hrs. 
Retarded;  partial  reduction  at  18  hrs.: 
complete  at  48  hrs. 
-    No  reduction  in  24  hrs. 


50 
60' 

C.  for  30  min. 
C.  for  30  min. 
C.  for  30  min. 
C.  for  30  min. 

70  95' 

C.  for  30  min.  - 

Other  experiments  show  that  the  emulsion  also  loses  its  reducing 
jx)wer  when  heated  to  98°  C.  for  five  to  ten  minutes. 

Subjecting  the  nervous  tissue  to  the  action  of  fresh  (or  acti- 
vated) neurotoxic  serum  did  not  destroy,  or  even  decrease,  the 
reducing  ix)wer  of  the  emulsion.  In  Table  II  the  mixtures  were 
sealed  at  once  without  allowing  time  for  a  preliminary  digestive  ( ?) 
action  of  the  serum  upon  the  nervous  tissue. 

TABLE  II. 

The  Influence  op  Neurotoxic  Serum  on  the  Reducing  Power  op  Ner- 
vous Tissue.  Serum  Obtained  prom  Goosb  after  Immunization  with 
Nervous  Tissue  of  Guinea  Pig. 


?]mulsion 


0.5  c.c. 
or.  c.c. 
0..5  c.c. 
0..'i  c.c. 
0.5  c.c. 
0.5  c.c. 
0 


Serum 


Meth.  Blue 
Solution 


0.5  c.c. 
0.4  c.c. 
0.3  c.c. 
0.2  c.c. 
0.1  c.c. 

0 
0.5  c.c. 


5  drops 


Complete  reduction  in  18  hrs, 


No  reduction 


Similar  results  were  obtained  when  fresh  rabbit  serum  was 
used  in  order  to  add  complement,  previous  experiments  having 
indicated  that  rabbit  serum  contains  complement  for  the  neu- 
rotoxic amboceptor  of  the  goose  serum. 

Other   experiments    showed   that  the  addition  of  neurotoxic 
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serum  to  the  nervous-tissue  emulsion  intensified  the  reducing 
power  of  the  latter,  rather  than  inhibiting  or  destroying  it. 
A  tube  containing  0.5  c.c.  of  serum  reduced  much  more 
quickly  than  one  containing  0.05  c.c.  The  serum  alone  is  non- 
reducing. 

Similar  results  were  obtained  by  treating  the  nervous  tissue 
with  an  immune  rabbit  serum.  Digestion  of  the  tissue  for  six 
hours  with  such  a  serum  resulted  in  an  increase  in  the  reducing 
ix)wer,  provided  the  serum  was  not  removed  by  washing.  If, 
however,  the  serum  had  been  removed  in  this  manner,  the 
reducing  power  was  decreased.     For  example: 

a)  Five  c.c.  of  an  emulsion  two  days  old  was  centrifugated  and  the  over- 
lying fluid  drawn  off.  One  and  a  half  c.c.  of  an  active  neurotoxin  was  then 
added  to  the  sediment  and  the  mixture  kept  at  37°  C.  for  two  hours,  after 
which  it  was  diluted  to  the  original  volume  with  salt  solution. 

Test  1, —  One  c.c.  of  a) +  1  drop  methylene-blue  solution:  complete  reduc- 
tion in  twelve  to  twenty-four  hours. 

Test  a.— a)  was  again  washed,  resulting  in  the  removal  of  a  larg«  part  of 
the  serum:  no  reduction  in  three  days. 

b)  Same  as  a),  except  that  normal  rabbit  serum  was  substituted  for  the 
neurotoxin. 

Test  1,  -  Complete  reduction. 

Test  2. —  No  reduction  in  three  days. 

c)  Same  as  a)  and  6),  except  0.85  per  cent,  sodium  chloride  solution  was 
substituted  for  serum. 

Test  L — Partial  reduction. 

Test  2,—  No  reduction  in  three  days. 

d)  Controls: 

1.  One  c.c.  of  untreated  emulsion  reduced. 

2.  Two  C.C.  of  pure  rabbit  serum  gave  no  reduction. 

It  seems,  then,  that  normal  serum  as  well  as  the  immune  serum 
intensifies  the  reducing  power.  It  is  also  evident  that  repeated 
washing  of  the  emulsion — r),  1  and  2 — eliminates  its  reducing 
power,  the  presence  of  which  in  the  original  emulsion  is  indicated 
by  Control  1.  The  conditions  suggest  that  in  the  reduction  of 
methylene  blue  by  the  nervous  tissue  and  serum,  as  well  as  by 
the  fresh  emulsion  without  serum,  there  may  be  a  co-operation  of 
two  substances,  neither  of  which  alone  is  reducing — r),  2  and 
Control  2. 

Inasmuch  as  re|)eated  washing  of  an  emulsion  inactivated  it. 
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it  seemed  probable  that  separation  of  the  two  suspected  sub- 
stances might  be  accomplished  by  extraction.  Attempts  at  sepa- 
ration by  centrifugating  and  washing  a  perfectly  fresh  emulsion 
were  not  successful ;  but  after  it  had  been  allowed  to  extract  for 
one  to  several  days,  one  of  the  substances  passed  into  the  liquid 
portion  in  a  state  of  solution  or  suspension,  the  other  remaining 
incorporated  with  the  solid  tissue. 

In  Table  III  the  emulsion  had  been  kept  in  the  ice-chest  for 


eight  days. 


TABLE  III. 


Separation  op  the  Reducing  Substances  in  Nervous  Tissue  by  Extrac- 
tion AND  Washing. 


24hrs. 

48  hrs. 

72  hrs. 

1 .  Unwaslipd  pmulsiou 

Partial  reduc. 

0 

0 

Reduced 

0 

Reduced 
0 
0 

0 

2.  Sc^diment  WH^hed  thrc*©  times 

0 

3.  Original  fluid  of  1,  after  centrifu^atinf^ 

4.  Washed  sediment  -f-  3  drops  of  guinea-pif?  serum 

5.  Pure  guinea-pig  serum* 

0 

6 

It  appears,  then,  that  the  serum  of  guinea  pig  is  able  to  replace 
the  substance  which  was  extracted  from  the  tissue.  Normal 
rabbit  serum  answers  equally  well  for  reactivation. 

The  extract  f  when  added  to  washed  sediment  caused  reduc- 
tion, although  either  alone  did  not  reduce.  Reduction  is  not  so 
vigorous,  however,  as  when  the  original  emulsion  is  used,  prob- 
ably because  a  portion  of  one  or  both  substances  is  wasted  in  the 
intermediate  washings.  Filtering  the  extract  through  a  Berkefeld 
filter  removes  the  reactivating  substance  from  the  fluid.  This 
would  seem  to  indicate  either  that  the  substance  is  in  large 
molecular  form,  or  that  it  is  associated  with  tissue  particles  in 
suspension  which  are  held  back  by  the  filter. 

The  effect  of  successive  washings  (which  means  the  progres- 
sive removal  of  the  soluble  substance)  is  seen  in  Table  IV. 
Extraction  was  allowed  to  proceed  for  twenty-four  hours  in  the 
refrigerator. 

♦  In  thy  course  of  several  days  pure  serum  causes  partial  reduction  of  the  dye. 

tBy  the  "extract"  is  meant  the  fluid  of  a  one  to  several  days  old  emulsion  after  the 
sediment  has  been  removed  by  centrifugation. 
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TABLE  IV. 
The  Effect  of  Repeated  Washings  on  the  Reducing  Power   of  the 

Emulsion. 


12  hours 


24  hours 


72  hours 


Unwashed  emulsion 

Washed  once  —  no  serum 

Washed  once  —  serum,  2  drops 

Washed  twice— no  serum 

Washed  twice  —  serum,  2  drops  .... 

Washed  3  times — no  serum 

Washed  3  times  —  serum,  2  drops . . . 

Two  drops  of  serum  alone 


(^omplete 

0 
Complete 

0 
Partial  reduction 

0 
Partial  reduction 

0 


Complete 

Trace  reduction 
Complete 

Slight  trace 
Complete 


Almost  complete 
0 


Complete 

Trace  reduction 
Complete 

Trace  reduction 
Complete 


Complete 
0 


It  is  seen  that  as  washing  progresses  there  is  a  slight  tardi- 
ness in  the  reactivation  of  the  sediment  by  serum. 

A  fresh  emulsion  may  be  inactivated  by  heating  to  98°  for 
five  to  ten  minutes,  or  to  70°  for  thirty  minutes.  The  soluble 
substance  is  hereby  destroyed,  the  one  resident  in  the  tissue  sedi- 
ment still  being  capable  of  reactivation  by  serum.  The  rapidity 
and  completeness  of  reduction  are  proportionate  to  the  quantity 
of  serum  used  for  reactivation.  In  Table  V  the  emulsion  was  three 
and  one-half  days  old,  and  for  the  experiment  was  heated  to  98°  for 
ten  minutes  in  order  to  inactivate  its  reducing  power.  Guinea-pig 
serum  four  days  old,  was  used  to  reactivate.  The  unheated  emulsion 
reduced  completely  in  twenty-four  hours.    Three  drops  of  the  serum 

alone  did  not  reduce. 

TABLE  V. 

The  Ability  op  Normal  Serum  op  Guinea  Pig  to  Reactivate  the  Rf- 
DuciNG  Power,  apter  the  Latter  Had  Been  Dehtroyed  by  Heat. 


Emulsion 

Serum 

1.0  c.c 

0 

1.0  c.c 

3  drops 

l.Oc.c 

2  drops 

l.«c.c 

1  drop 

l.Occ 

1,^  drop 

1.0  C.C 

1/4  drop 

l.Oc.c 

1/10  drop 

6  hours 


Almost  complete 

Partial 

Trace 

0 

0 

0 


24  hours 


Complete 

Almost  complete 
Marked  reduct'ti 

0 

0 


4^  hours 


U 
(/omplete 


Partial 
Trace  (?) 


72  hourn 


0 
(\miplete 


Marked 
Trace 


After  five  to  eight  days  both  substances  may  exist  to  some  ex- 
tent in  the  extract,  since  it  is  possible  to  render  it  reducing  by 
the  addition  of  serum. 
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In  order  to  determine  whether  or  not  the  reactivating  power 
of  serum  depends  on  complement,  guinea-pig  serum  was  heated 
to  different  temperatures,  and  its  reactivating  power  then  tested 
(Table  VI).  In  this  experiment  a  5  percent  emulsion  of  nervous 
tissue  was  extracted  for  two  days,  then  inactivated  by  three  wash- 
ings.    The  serum  was  from  freshly  drawn  blood. 

TABLE  VI. 
The  Effect  of  Heat  upon  the  REAcriVATiitG  Power  of  Normal  Sekl'm 

OF  Guinea  Pig. 

Washed  sediment  (1.0  c.c.  in  each  tube)  to  which  was  added  1, 2,  and  3  drops  of  seram 
the  latter  having  been  heated  to  the  different  temperatures  for  thirty  minute. 

The  washed  sediment  in  each  case  was  suspended  in  the  original  volume  of  0.85  per 
cent.  NaCl. 


Temp. 

Observation 
Time 

Serum,  1  Drop 

0 
Almost  complete 
("omplete 

Serum,  3  Drops 

40- 

12  hours 
20     " 
33     " 

0 
Complete 

0(?) 
Complete 

4,*)' 

12     '* 
20     " 

0 
Almost  complete 
Complete 

0 
Complete 

Slight  trace 
Complete 

50' 

12     " 
20     " 
33     " 

0 
Complete 

Trace 
Complete 

Trace 
Complete 

yi' 

20     " 
33     " 

0 
Complete 

Partial 
Complete 

Almost  complete 
Complete 

60 

12     " 
20     " 
33     " 

0 
Partial  (!) 
Partial  ( 1 1 

Marked 
Complete 

Almost  complete 
(■omplet« 

«:> 

12     '• 
20     " 
.33     " 

Trace 
Complete 

Almost  complete 
(*omplete 

** 

70 

12     " 
20     ♦' 
33     *' 

Almost  complete 
Complete 

Almost  complete 
(^omplete 

;; 

Controls.— {I)  Unaltered  emulsion:  complete  reduction  in  twelve  hours. 

(2)  Extract:  no  reduction  in  twenty-four  hours. 

(3)  Washed  sediment;  no  reduction  in  thirty-six  hours. 

(4)  Washed  sediment  -f  fresh,  unheated  guinea-pig  serum : 


Twelve  hours 

Twenty  hours 

Thirty-three  hours, 


1  Drop 


0 
Partial 
Complete 


2  Drops 


Trace 
Complete 


3  Drops 


Marked 
C^-omplete 


(5)  3  drops  of  serum  lieated  to  40-TO  C.  for  thirty  minutes  showed  no  reduction  at 
thirty-three  hours. 
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In  this  experiment  it  is  seen  that  the  heating  of  the  serum, 
rather  than  destroying  the  reactivating  power,  has  increased  it,  in 
which  respect  there  is  no  resemblance  to  ordinary  complement. 
It  is  also  different  from  the  '* soluble"  substance  of  the  extract  as 
a  reactivator,  since  the  latter  is  destroyed  by  a  temperature  of  70° 
for  thirty  minutes.  A  difference  from  ordinary  complement  is 
also  shown  by  the  fact  that  an  old  serum  will  serve  to  reactivate. 
Temperatures  higher  than  70°  were  not  tried. 

Influence  of  acids  and  alkalies. — Hydrochloric  acid,  except 
when  an  exceedingly  minute  amount  is  added,  destroys  the  redu- 
cing powers  of  the  fresh  emulsion.  It  will  not  reactivate  an 
inactive  sediment.  Quantities  of  0.1-0.2  c.c.  of  normal  potassium 
hydrate  solution  will  reactivate  the  boiled  emulsion  or  the  sedi- 
ment which  has  been  made  inactive  by  washing.  Smaller  quan- 
tities of  the  alkali  have  a  noticeable,  but  weaker  effect.  Potas- 
sium hydrate  alone  does  not  reduce  methylene  blue,  although 
it  affects  the  dye  chemically,  as  shown  by  the  appearance  of  a 
lavender  color. 

Influence  of  tetanus  toxin, — Tetanus  toxin  in  any  quantity 
does  not  affect  the  reducing  power  of  nervous  tissue  for  methylene 
blue. 

SUMMARY   AND   CONCLUSIONS. 

The  **bioscopic"  method  proved  unsuitable  as  a  means  of 
determining  the  toxic  action  of  neurotoxic  serum,  owing  possibly 
to  the  fact  that  this  serum,  in  common  with  normal  serums, 
contains  properties  adjuvant  to  the  reduction  of  methylene  blue. 

In  the  reduction  of  methylene  blue  by  nervous  tissue  the  living 
cell  is  not  essential. 

Reduction  by  the  tissue  emulsion  is  accomplished  by  the 
combined  action  of  two  substances,  one  of  which,  a  thermolabile 
substance,  may  be  extracted  from  the  tissue  by  a  0.85  per  cent. 
NaCl  solution;  the  other,  a  thermostabile  substance,  is  closely 
associated  with  the  solid  tissue. 

Serum,  whether  it  is  old,  fresh,  or  heated  to  70""  for  thirty 
minutes,  may  be  substituted  for  the  thermolabile  substance,  as 
also  may*  |X)tassium  hydrate. 

Chemists  have  determined  that  the  reduction  of  methylene  blue 
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may  be  accomplished  only  by  the  action  of  nascent  hydrogen  on 
the  dye.  It  becomes  leuco-methylene  blue  when  its  affinities  for 
hydrogen  have  been  satisfied.* 

In  the  original  emulsion  this  hydrogen  may  have  its  source  in 
fermentation  processes  (glycolytic  or  proteolytic),  since  certain 
ferments  and  the  substances  which  they  specifically  aflFect  are 
known  to  exist  normally  in  tissues  and  body  fluids. 

When  serum  is  used  as  a  reactivator,  it  is  questionable  if  the 
reduction  can  be  referred  to  the  action  of  ordinary  ferments 
in  view  of  the  heat  resistance  of  the  substance  contained  in  the 
serum  (70°  for  thirty  minutes).  The  serum  may  contain,  in 
addition  to  ferments,  some  obscure  catalyzing  agent  which  acts 
chemically  upon  substances  contained  in  the  tissue. 

It  would  seem  that  the  action  of  potassium  hydrate  must  be 
referred  to  its  catalyzing  properties. 

It  has  not  been  possible  to  determine  the  amboceptor  and 
complement  nature  of  the  reaction  under  discussion,  since  the 
binding  phenomenon  could  not  be  demonstrated ;  however,  a  degree 
of  analogy  is  not  lacking. 

A  few  experiments  performed  with  5  per  cent,  emulsions  of 
liver  and  kidney  tissues  indicate  that  similar  principles  prevail  in 
the^eduction  of  methylene  blue  by  these  tissues. 

Although  a  most  interesting  chemical  problem  is  concerned  in 
the  phenomenon  presented,  one  is  confronted  with  so  many  unknown 
substances  and  reactions  that  the  writer  has  not  thought  it  profit- 
able at  present  to  follow  this  work  further.  It  is  not  unlikely  that 
methylene  blue  may  be  made  to  play  the  part  of  an  indicator  of 
reduction  reactions  where  sterile  substances  can  be  dealt  with, 

*  Boiling  a  solution  of  glucose  and  sodium  carbonate  which  contains  methylene  blue,  or 
the  hydrogen  evolved  by  the  action  of  a  mineral  acid  on  tin,  in  a  methylene-blne  solution, 
accomplish  the  reduction  of  the  dye.  Potassium  ferricyanide  reduces,  the  ferrocyanide 
oxidizes,  the  dye.  , 
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INTRODUCTION. 

The  effect  which  various  agencies  have  on  the  life  of  Bacillus 
typhosus  outside  of  the  human  body  is  a  subject  of  great 
hygienic  importance.  Any  information  which  will  throw  light 
on  this  subject  is  sure  to  receive  due  consideration. 

It  is  held  by  some  observers  that  this  organism  never  finds 
conditions  favorable  for  its  development  outside  of  the  body,  and 
that  its  existence  in  nature  is  measured  by  a  few  days,  or  at  most 
a  few  weeks.  Others,  on  the  other  hand,  believe  that  this  germ 
may  lead  a  saprophytic  existence,  and  that  its  life  in  nature  may 
be  prolonged  indefinitely. 

Whichever  view  may  be  ultimately  shown  to  be  correct,  it 
is  certainly  true  that  the  extracorporeal  sojourn  of  the  typhoid 
germ  is  influenced  by  certain  factors,  e,  g,,  the  nature  of  the 
food  substances,  the  amount  of  moisture,  etc.  The  effect  of 
these  various  factors  has  been  repeatedly  studied,  and  it  may  be 
presumed  that,  in  a  general  way,  their  influence  is  fairly  well 
understood. 

There  are,  however,  a  number  of  factors  whose  influence  is 
more  or  less  uncertain.  Of  these  j^erhaps  none  is  more  important 
or  worthy  of  more  careful  consideration  than  the  effect  which 
various  other  bacteria  have  on  the  typhoid  germ  in  their  associa- 
tion with  it. 

Bacteria  in  nature  occur  almost  invariably  in  mixed  cultures. 
Their  association  may  be  without  effect  on  the  various  species,  or 
it  may  affect  them  in  various  ways.  They  may  offer  mutual  or  one- 
sided aid,  and  thus  live  in  a  symbiotic  relation.  They  may,  on 
the  other  hand,  offer  mutual  or  one-sided  injury,  /.  c,  they  may 
exert  an  antagonism  on  one  another. 

The  [)resent  pai)er  is  a  record  of  experiments  performed  for 
the  purpose  of  determining  the  effect  of  the  association  of  other 
bacteria  on  the  typhoid  germ.  The  bacteria  studied  are  those 
which  the  typhoid  germ  would  be  likely  to  meet  with  in  nature. 
All  of  them  are  well-known  saprophytes.  « 

Where  an  antagonism  has  been  shown  to  be  exerted  an  attempt 
has  been  made  to  determine  the  laws  which  govern  this  antago- 
nism. 
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HISTORICAL  REVIEW. 

The  fact  that  certain  bacteria  are  antagonistic  in  their  action  toward  B. 
typhosus  has  been  known  for  many  years. 

V.  Freudenreich*  in  1888  determined  that  when  certain  bacteria  were 
grown  in  flasks  of  broth  for  some  time,  and  then  filtered  through  a  porcelain 
filter,  the  typhoid  germ  failed  to  grow  in  the  filtrate  in  some  cases,  and  in 
other  filtrates  it  grew  only  feebly. 
The  organisms  which  allowed  the 
typhoid  germ  to  grow  feebly  in  its  by- 
products were  Staphylococcus  pyo- 
genes aureus,  B.  typhosus.  Bacillus 
of  chicken  cholera,  Spirillum  of  asiatic 
cholera,  Spirillum  of  Miller,  and 
Spirillum  of  Denecke.  Those  which 
did  not  permit  the  growth  of  the 
typhoid  bacillus  were :  Staphylococ- 
cus pyogenes  albus.  Staphylococcus 
pyogenes  fetid  us,  B.  pyocyaneus,  and 
B.  phosphorescens ;  while  in  the  case 
of  Bacillus  of  symptomatic  anthrax 
its  growth  was  only  delayed,  and  in 
the  filtered  cultures  of  Spirillum  of 
Finkler  and  Prior  it  grew  well. 

Garr62  j^  I888  showed  that  Pseu- 
domonas  fluorescens  putida  produces 
in  its  growth  on  artificial  media  sub- 
stances which  are  antagonistic  to  the 
typhoid  germ.  He  grew  this  organism 
on  gelatin,  and  then  scraped  it  off  and 
seeded  the  typhoid  germ,  and  found  that  it  would  not  grow,  although  Ps. 
fluorescens  putida  would  grow  on  media  from  which  a  growth  of  B. 
typhosus  had  been  scraped.  He  also  demonstrated  the  existence  of  an  antag- 
onism by  means  of  alternate  streaks  of  the  two  organisms  arranged  radially 
on  a  gelatin  plate.  Where  the  streaks  were  near  together  the  typhoid  germ 
did  not  grow,  but  near  the  circumference,  where  the  distance  between  the 
streaks  was  greater,  both  organisms  developed  normally  (Pig.  1). 

Olitzky*  in  1891  worked  on  the  antagonism  which  is  exerted  by  B. 
fluorescens  liquefaciens  (Pseudomonas  fluorescens),  employing  methods 
slightly  modified  from  those  of  Garr^.^  This  observer  demonstrated  a  marked 
antagonism  and  laid  stress  on  the  hygienic  importance  of  this  fact. 

Laws  and  Andrewos*  in  1894,  working  on  the  duration  of  the  life  of  B. 
typhosus  in  sewage,  appeared  to  show  that  the  presence  in  the  sewage  of  B. 
fluorescens  li(|uefaciens,  and  especially  B.  fluorescens  stercorals,  shortened 
the  life  of  the  typhoid  germ. 

Sidney  Martin '^  in  1898-1900,  studying  the  growth  of  the  typhoid  bacillus 
in  soil,  determined  that,  while  some  of  the  soils  furnished  conditions  favorable 
for  the  prolonged  existence  of  the  typhoid  germ  -  in  one  case  as  long  as  456 
days— other  soils  presented  conditions  which  were  inimical  to  the  growth 


Fig.  1.  — Drawing  illustratinf?  Garr6's 
method  of  studyinf?  antoKon ism  — alter nate 
streaks.  The  larfire  streaks  of  Ps.  fluores- 
cens  were  made  and  allowed  to  grow  twenty - 
four  hours,  and  then  streaks  of  B.  typhosus 
were  made  which  grew  only  at  the  circum- 
ference of  the  plate. 
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of  the  typhoid  bacillus.  This  antagonism  of  certain  soils  he  was  able  to 
trace  to  the  effect  of  definite  bacteria  which  he  isolated  and  g^ew  in 
pure  culture.  The  identification  of  these  bacteria  was  not  established,  but 
they  were  described  as  "Chichester  1,2,3.4,  and  5."  The  antagonism  was 
tested  by  growing  the  organisms  separately  with  the  typhoid  germ  in  200  c.c. 
of  sterile  water  to  which  10  c.c.  of  sterile  broth  had  been  added.  With  No. 
1  the  typhoid  bacillus  died  in  less  than  twelve  days  at  8-12'',  and  six  days  at 
37°.  No.  5  killed  out  the  typhoid  germ  in  less  than  seven  days  at  37".  When 
these  organisms  were  grown  with  the  typhoid  germ  in  sterile  soil.  No.  1  had 
gained  the  upper  hand  in  twelve  days  at  8-12°,  and  in  six  days  at  37*" :  No.  ,% 
in  fifteen  days,  and  No.  5  in  three  days  at  37°. 

R^my*  in  1901  writes  on  the  antagonism  exhibited  by  B.  coli  for  B.  typho- 
sus. He  was,  however,  unable  to  show  any  antagonism,  but  maintained  that 
the  specific  characters  of  both  germs  were  changed.  This  change  was  in 
respect  to  their  agglutination  reaction  as  well  as  their  cultural  characters. 

Horrocks'  in  1901,  working  with  Pseudomonas  fluorescens,  found  that  B. 
typhosus  would  not  grow  on  gelatin  \vhich  had  already  yielded  a  growth  of  Ps. 
fiuorescens,  but  that  gelatin  which  had  served  as  a  medium  for  B.  typhosus 
would  still  permit  the  development  of  Ps.  fluorescens.  In  sterile  sewage  he 
was  unable  to  obtain  B.  typhosus  after  it  had  grown  seven  days  with  Ps. 
fiuorescens.  Working  also  on  the  effect  on  B.  typhosus  of  its  association  with 
B.  coli,  with  what  he  considered  improved  methods,  namely,  alkaline,  glucose- 
litmus  agar  surface  plates,  he  found  that  when  these  two  organisms  were 
grown  together  in  sterile  tap  water  B.  typhosus  could  be  isolated  after  twenty - 
one  days,  but  in  peptone  water  it  could  not  be  discovered  after  seven  days. 

METHODS  AND  MATERIALS  USED. 
METHODS    USED. 

A  considerable  number  of  methods  have  already  l:>een  described 
by  others  for  demonstrating  the  action  which  one  organism  may 
exert  on  another.  It  is  pro|X)sed  in  this  section  briefly  to  describe 
these  methods,  and  also,  somewhat  more  in  detail,  the  original 
methods  which  are  here  employed. 

1.  Simultaneous  culture  on  solid  media.- Gsltt^  was  the  first  to  use  this 
method.  As  used  by  him,  it  consists  of  making  streaks  on  the  surface  of 
agar  or  gelatin  plates  of  the  two  organisms  to  be  studied.  The  streaks  are 
alternate,  and  may  be  either  parallel,  or  radiating  from  a  common  center,  or 
they  may  intersect  at  right  angles.  In  all  cases  the  streaks  of  the  two  organ- 
isms alternate.    (Fig.  1  shows  this  method.) 

In  cases  where  the  antagonistic  substance  does  not  diffuse  for  any  con- 
siderable distance  into  the  medium  it  is  not  satisfactory. 

In  this  work  the  method  has  been  modified  in  some  instances 
so  as  to  overcome  this,  as  follows  :  The  medium  was  seeded  with 
B.  typhosus,  and  when  it  had  hardened,  the  opposing  bacterium 
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was  planted  by  making  one  or  more  streaks  across  the  surface. 
(See  Fig.  2.) 

2.  Successive  cultures  on  solid  media  (Garr^.)— Here  one  of  the  organ- 
inms  is  allowed  to  originate  a  good  growth  on  a  solid  medium,  as  gelatin  or 

agar.  Then  this  growth  is  scraped  off, 
and  the  second  organism  is  sown  on  the 
medium.  This  is  a  useful  method,  and 
one  that  has  not  infrequently  been  used. 


(/ 


Fio.  2.— Drawing  showing  a  modifl* 
cation  of  Oarr6's  method.  Agar  plate 
heavily  seeded  with  B.  typhosus,  and  then 
streaked  with  B.  vulgaris.  Colonies  are 
very  small  under  and  near  the  streak. 


3.  Culture  in  filtered  by-products,  v. 
Freudenreich  *  grew  one  of  the  organisms 
to  be  studied  in  broth,  and  after  some  time 
filtered  the  medium  through  a  porcelain 
Pasteur  filter,  and  then  seeded  this  sterile 
filtrate  with  the  other  organism,  and  by 
means  of  plate  cultures,  or  otherwise,  deter- 
mined the  behavior  of  this  organism  in  the 
by-products  of  the  other. 

4.  Cultures  on  opposite  sides  of  porce- 
lain ^/fer.— Frankland  and  Ward*  used  a 
porcelain  filter  of  the  Pasteur-Cham  be  rland 
system,  partially  filled  with  broth  and 
arranged  in  a  beaker  of  broth.  (See  Fig.  3.) 
The  two  germs  to  be  experimented  with 
are  sown  on  opposite  sides  of  the  filter, 
where  their  behavior  can  be  readily  ascer- 
tained.   Theoretically  this  method  is  ideal; 

practically,  however,  it  is  open  to  the  objection  that  usually,  if  not  invariably, 
motile  bacteria  will  grow  through  the  porcelain  after  a  time.  Indeed,  a 
similar  arrangement  has  been  suggested  for  the  separation  of  B.  typhosus 
from  the  less  motile  B.  coli.    See  in  this  connection  Cambier,®  and  also  von 
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Fio.  3.— Frankland  and  Ward's 
method  of  studying  antagonism,  a,  a 
glass  jar;  h^  porcelain  filter,  Pasteur- 
Chamberland  system;  r,  cotton  wool; 
d,  paper  cap;  e  and  /,  broth  in  which 
are  growing  the  two  antibionts. 
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Esmarch '°  who  gives  figures  showing  the  bacteria  in  the  pores  of  the  filter  on 
their  way  through. 

5.  Collodion  sac  m€f7iod.— Collodion  sacs  are  formed  as  described  in  a 
former  paper  (Frost ").  The  tops  are  trimmed,  and  then  they  are  drawn  over 
test-tubes,  from  which  the  bottoms  have  been  cut,  fastened  on  with  a  thread 
or  rubber  band,  and  sealed  with  a  little  fresh  collodion.  The  tube  thus  pre- 
pared is  then  partially  filled  with  broth  and  placed  in  a  small  flask  of 
broth.  The  test-tube  with  the  collodion  sac  on  the  end  is  held  in  place  in  the 
fiask  by  a  packing  of  cotton.    They  are  sterilized  in  the  steamer  or  autoclave. 

In  this  work  the  medium  inside  the  sac  has  been  seeded  with 
B.  typhosus,  and  the  opposing  germs  have  been  placed  in  the 
flask.  (See  Fig.  4.)  An  arrangement  similar  to  this  was 
described  by  RufiFer  and  Crendiropoulo"  in  1900.  Results  ob- 
tained by  this  method  do  not  seem  to  have  been  published,  and  the 
arrangement  described  here  had  been  in  use  for  some  months 
before  their  description  was  seen. 

6.  Doiible-plaie  method  (original). — In  this  method  a  Petri  dish 
is  divided  into  two  halves  by  means  of  a  small  glass  tube  or  rod. 
After  sterilization  it  is  used  by  seeding  an  agar  tube  rather 
heavily  with  one  of  the  organisms  to  be  tested,  and  then  pouring 
it  into  one-half  of  the  plate.  When  this  has  hardened,  a  tube  of 
sterile,  uninoculated  agar. is  poured  into  the  other  half.  When 
this  in  turn  is  hardened,  the  other  organism  (in  this  work  B. 
typhosus)  is  streaked  across  the  surface  of  both  halves,  the  seeded 
and  the  sterile.  It  is  necessary,  however,  in  order  that  the  streak 
on  both  sides  be  equally  heavily  seeded,  to  streak  each  side 
separately.  This  is  best  done  by  having  a  loop  bent  at  nearly 
right  angles,  and  then  with  the  charged  loop  to  begin  at 
the  circumference  and  streak  to  the  glass  rod,  sterilize  and 
recharge  the  needle,  and  then  continue  the  streak  on  the  other 
side  of  the  plate.  In  this  vray  two  parallel  streaks  are  made 
across  the  plate.  The  streaks  may  be  made  as  sooji  as  the  other 
organism  has  been  planted,  or  as  is  usually  desirable,  the  organism 
in  the  seeded  half  of  the  plate  may  be  given  an  opportunity 
to  develop  before  the  other  is  streaked,  thus  making  the  antag- 
onism more  striking.     (See  Plate  XVIII,  Fig.  1.) 

7.  Agar-block  method  [original), — An  agar  jelly  is  made  by 
dissolving  2  per  cent,  of  agar-agar  threads  in  distilled  water, 
filtering  through  filter  paper,  and  sterilizing.     This  agar  is  then 
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Fio.  4.— Collodion  sac  as  arranged  for  the  study  of  antagonism.   The  Bacillus  typhosus 
is  in  the  broth  in  the  sac,  while  the  opposing  organisms  are  outside  in  the  broth  in  the  flask. 
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[>oured  into  a  deep  Petri  dish  or  a  crystallizing  dish; the- purpose 
being  to  obtain  a  cake  of  agar  about  an  inch  and  a  quarter   in 
thickness.     With  a  knife  which  has.  been  sterilized  in  the  flame 
the  solidified  agar  is  cut  into  blocks  about  two-fifths  of  an  inch 
square  and  the  height  of  the  block.     These  blocks  are  seeded  by 
stabbing  them  with  a  platinum  needle  charged  with  one  of  the 
organisms  to  be  tested,  in  the  same  way  that  an  ordinary  stab 
culture  is  made.     Care  should  be   taken  not  to  make  the  stab 
quite  to  the  bottom  of  the  block.     The  top  of  the  block  is  sealed 
by  touching  it  with  a  red-hot  iron,  e.  (/.,  the  head  of  a  nail.      In 
this  way  the  bacteria  which  are  left  on  the  surface  at  the  time  of 
inoculation  are  killed,  and  when  the  agar  cools  the  seal  is  com- 
plete.    With  a  little  practice  blocks  can  be  readily  made  so  that 
their  outer  surface  is  perfectly  sterile.     These  blocks  are  then 
placed  by  means  of   a   pair  of  sterile  forceps,  in  a  broth  test- 
tube  culture  of  the  other  organism.     When  such  blocks  are  placed 
in  a  culture  medium,  sufficient  nutritive  material  diffuses  through 
the  layer  of  agar  so  that  growth  occurs  along  the  line  of  puncture. 
In  the  case  of  sterile    broth    a    heavy  growth    appears   in    the 
course  of  a  few  days.     When  these  blocks  are  put  in  cultures,  if 
any  antagonistic  factors  are  o{)erative,  growth  may  be  only  slight 
or  not  at  all  apparent.     (See  Fig.  5  and  Plate  XVITI,  Fig.  2.) 

MEDIA  USED. 

All  the  ordinary  media  used  were  made  according  to  the  pro- 
cedures recommended  by  the  Bacteriological  Committee "  and  had 
a  reaction  of  +  1  (Fuller's  scale).  In  a  number  of  the  experiments 
some  of  the  differential  media  were  used,  i\  g.^  carbolized  agar  as 
used  by  Chick"  and  Hiss's'*  new  media,  but  soon  given  up,  as  in 
the  frequently  crowded  plates,  and  with  cultures  of  B.  typhosus 
which  had  been  kept  on  artificial  media  for  some  time,  there  was  no 
constant  characteristic.  All  of  the  media  were  made  from  extract 
of  beef  and  were  sterilized  in  the  autoclave  at  a  temperature  of  120  *^. 

CULTURES  OF  BACILLUS  TYPHOSUS  USED. 

Three  cultures  have  been  used.  One,  known  in  the  laboratory 
as  the  M.  H.  culture,  was  received  in  1898  from  the  United  States 
Marine  Hos{)ital  Service  Laboratory,  and  since  then  has  been  used 
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in  the  laboratory  as  the  standard  culture,  and  was  such  when  these 
researches  were  begun.  Later,  however,  the  organism  began  to 
show  a  tendency  to  clump  in  ordinary  broth  cultures,  and  it 
was  then  discarded  for  the  second  culture.  This  is  designated  as 
the  P.  D.  1.  This  was  obtained  in  the  fall  of  1902  from  Parke, 
Davis  &  Co.,  of  Detroit,  Mich.  This  gave  a  typical  reaction  with 
typhoid  blood.  A  third  culture  has  been  used  to  some  extent,  P.  D. 
2.    This  was  obtained  from  the  same  source  about  six  months  later. 


Fig.  5.— Method  of  makinflr  a^ar  blocks.  A,  deep  Petri  dish  and  cover  ^howiiiK  who 
blocks  are  cut  out,  also  two  on  side;  B,  needle  arranged  to  prevent  makini?  too  deep  stab: 
('.  nail  in  handle  for  sealing?  end  of  block;  I),  forceps  for  handling  blocks. 

ANTAGONISM  EXHIBITED  BY  VARIOUS  MIXED   CULTURES  OF 
BACTERIA  AS  TESTED  BY  MEANS  OF  COLLODION  SACS. 

In  studying  the  effect  of  the  association  of  other  bacteria  on 
B.  typhosus,  one  of  the  chief  difficulties  has  always  been  the 
inability  of  recovering  B.  typhosus  from  such  mixtures  with 
ease  and  certainty.  The  use  of  selective  media,  especially  those 
of  Eisner  and  Hiss,'"'  has  given  [)romise  of  success,  but  in  my  own 
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hands,  at  least,  has  proved  to  be  of  uncertain  value,  since  the 
characteristic  features  of  the  typhoid  on  these  media  appear  to 
become  weakened  in  old  laboratory  cultures  and  are  frequently 
closely  simulated  by  other  germs. 

It  would  seem  that  ideal  conditions  would  be  reached  in  the 
study  of  the  association  of  bacteria  if  one  of  the  germs  could  be 
inclosed  in  a  receptacle  protecting  it  from  intimate  association 
with  the  other  germs,  but  permitting  the  ready  interchange  of 
the  nutritive  solutions  and  by-products.  Under  these  conditions 
the  by-products  produced  by  the  germs  growing  on  one  side  of  the 
walls  of  the  receptacle  would  presumably  reach  the  germs  on  the 
other  side,  while  they  would  at  the  same  time  be  kept  in  pure 
culture  and  could  be  examined  at  will.  With  these  conditions  the 
eifect  of  association  ought  to  be  as  accurately  determined  as  if 
the  opposing  bacteria  were  in  actual  contact,  for  at  the  present 
time  we  can  conceive  of  the  action  of  any  germ  exerted  against 
another  only  as  being  accomplished  by  means  of  chemical  poisons ; 
and  if  the  walls  of  the  receptacle  permit  of  a  ready  exchange  of 
these,  the  conditions  would  be  thoroughly  satisfied. 

The  use  of  the  collodion  sac  would  seem  to  oflPer  the  desired 
means.  It  has  been  used  so  successfully  in  other  work,  especially 
with  animals,  that  it  seemed  likely  to  be  valuable  in  this  connection- 

METHODS. 

The  collodion  sacs  were  made  and  arranged  as  previously 
described  (see  p.  604).  The  medium  used  outside  the  sac  was 
ordinary  broth,  that  within  the  sac  was  either  broth  or  sterile  tap 
water.  The  water  used  in  this  case  was  tap  water  drawn  from 
Lake  Mendota,  Wis.  This  water  has  a  rather  high  bacterial 
content.     When  used,  the  water  was  sterilized  in  the  autoclave. 

The  medium  outside  of  the  sac  was  seeded  with  material  con- 
taining, presumably,  various  kinds  of  bacteria,  and  B.  typhosus 
was  inoculated  into  the  medium  within  the  sac.  In  some  instances 
the  seeding  of  B.  typhosus  and  the  opposing  germs  was  simul- 
taneous ;  in  other  cases  the  seeding  of  B.  typhosus  was  delayed 
until  the  bacteria  outside  of  the  sac  had  grown  for  some  time. 
The  start  allowed  the  opposing  germs  varied  from  a  few  hours  to 
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several  days.  In  all  cases  the  medium  within  the  sac  was  seeded 
heavily  with  B.  typhosus,  for  the  reason  that  it  seems  certain, 
from  a  considerable  series  of  observations  in  another  connection, 
that  surroundings  which  inhibit  the  growth,  or  actually  kill, 
B.  typhosus  when  it  is  present  in  small  numbers  are  frequently 
inoperative  when  the  seeding  is  heavy.  In  all  cases  in  the  fol- 
lowing tables  the  figures  refer  to  the  number  of  germs  present  in 
a  single  loopful,  the  loop  being  one  of  the  standard  size  recom- 
mended in  the  Procedures  of  the  Bacteriological  Committee.*^ 
The  temperature  at  which  the  experiments  were  j>erformed  was 
that  of  the  laboratory,  18-20°  C,  or  in  an  incubator  at  28°  C.  In 
the  various  experiments  the  temperature  used  is  indicated. 

The  periods  elapsing  between  the  various  quantitative  determi- 
nations are  not  constant.  Usually  a  number  of  determinations 
were  made;  in  some  cases  they  were  few,  but  at  the  same  time 
were  considered  sufficient  for  the  purpose  in  hand. 

SERIES    I.       SOIL    bacteria. 

This  series  was  of  a  preliminary  nature.  It  served  to  test  the  methods 
and  suggested  the  succeeding  work.  The  medium  was  broth  and  that  in 
the  flask  was  inoculated  with  a  sample  of  soil  obtained  from  the  university 
campus.  Flask  No.  2  was  not  inoculated  outside  of  the  sac  and  served  as  a 
control.  The  culture  of  B.  typhosus  used  was  the  United  States  Marine 
Hospital  culture  (M.  H.).  The  temperature  was  that  of  the  laboratory  in 
summer,  i.  e.,  about  22"  C 

The  data  obtained  are  exhibited  in  the  following  table  (Table  I).  It  is 
also  arranged  graphically  in  Diagram  I.  The  vertical  distances,  or  ordinates* 
represent  the  number  of  typhoid  germs  per  loop  of  medium.  The  horizontal 
distances,  or  abscissae,  represent  the  days.  In  regard  to  the  meaning  of  the 
infinity  sign  used  in  the  table  see  footnote  to  Table  I. 

TABLE  I. 
Effect  of  Soil  Organisms  on  B.  typhosus. 


No.  OF 
Ex- 
peri- 
ment 

Source  of 
Organ- 
isms 

Period  of 
Prelim.    1 
CuLTivA-     Tem- 

TION             PKRA- 
THRK 

No.  OF  Colonies  of  B.  typhosus  Devel-  i 

OPING  ON  Agar  Plates  from  One        | 

Loop  of  the  Medium                 ■ 

Re- 

SULT 

Opp.  'b.  ty. 

Opp. 

B.t,.., 

0 

ID. 

2D. 

4D. 

5D. 

6D. 
100 

■X) 

-Dec. 
-fine. 

1 

2 (con- 
trol) 

Soil 

M.H. 
M.H. 

0 

0       20-22 
0       20-22 

5,290 
4,900 

9,600 

00* 

3,.300 

CO 

2,900 

ao 

200 

00 

1 

-98'.' 

*  The  infinity  siflrn  (« )  means  here  that  they  could  not  be  counted  with  a  simple  micro- 
scope. Later  the  compound  microscope  was  used,  and  actual  tigrurps  were  Riven  where  tho 
numbers  were  as  ^reat,  possibly,  as  above. 
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The  antagonism  of  these  soil  bacteria  exerted  against  the 
typhoid  germ  is  very  strongly  marked  here ;  for  while  the  experi- 
ments were  not  continued  until  the  typhoid  germ  had  entirely 
disappeared,  it  is  to  be  noted  that  in  the  six  days  98  per  cent,  of 
B.  typhosus  had  been  killed,  and  there  is  no  doubt  that  in  the 
course  of  a  few  days  more  they  would  have  entirely  disapjieared. 
On  the  other  hand,  B.  typhosus  would  live,  as  is  well  known, 
not  only  for  many  days,  but  for  months,  under  conditions  less 
favorable  than  those  of  the  control  culture. 


1.0  00  ooo 
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Dloi^ram  I. 

«  control 

Absciss  ae  •  no.  daus 
Ord'inales  >nojBtimK}ierb)o]i 
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SERIES  II.       SOIL  BACTERIA. 


This  series  was  undertaken  to  confirm  the  results  of  the  preceding  experi- 
ment, and  also  to  extend  the  observations  on  the  extent  of  the  distribution  of 
the  antagonistic  organisms.  The  media  outside  of  the  sacs  were  inoculated 
with  small  amounts  of  soil  from  various  sources  which  were  selected  with  the 
idea  of  securing  a  variety  of  different  micro-organisms. 

Soil  No.  1  was  taken  near  the  well  at  South  Hall  on  the  University 
campus.  This  well  is  frequently  used,  and  the  soil  in  the  immediate  neigh- 
borhood is  kept  constantly  moist. 

Soil  No.  2  was  obtained  in  the  dust  from  the  macadam  road  leading  to 
Main  Hall.    This  road  is  comparatively  little  used. 

Soil  No  3  was  taken  from  the  woods  north  of  Main  Hall.  This  is  a  typical 
wood  soil.    It  is  a  virgin  soil. 
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Soil  No.  4  wa8  sand  brought  directly  from  a  pit,  and  was  being  used  to 
make  a  cement  walk. 

It  wiU  thus  be  seen  that,  while  the  soils  all  differ  very  materially,  they 
are  all  to  be  classed  as  uncontaminated  soils,  except,  possibly,  sample  No.  2, 
and  probably  not  fitted  to  furnish  conditions  favorable  for  the  development 
of  B.  typhosus.   With  the  exception  of  sample  No.  1,  they  are  all  dry  soils. 

The  broth  was  inoculated,  and  the  cultures  were  grown  for  six  days, 
when  it  was  intended  to  inoculate  the  sacs  with  B.  typhosus.  It  was 
found,  however,  at  this  time  that  all  of  the  sacs  were  imperfect  and  had 
become  contaminated.  They  were  then  removed  and  replaced  with  sacs 
which  had  been  tested  by  growing  B.  typhosus  in  them  for  twenty-four 
hours.  It  thus  occurred  that  the  soil  bacteria  had  had  opportunity  for 
abundant  development  before  B.  typhosus  was  brought  in  contact  with 
them.  But  it  should  also  be  noted  that  the  sacs  were  very  thickly  seeded, 
and  thus  B.  typhosus  would  be  less  easily  affected.  The  temperature  of 
this  experiment  was  28"  and  the  typhoid  culture  the  M.  H. 

The  results  are  shown  in  Table  11 : 

TABLE  II. 
Effect  of  Soil  Organisms  on  B.  typhosus. 


No.  OF 
Ex- 
peri- 
ment 

Source  of 
Organ- 
isms 

Period  of 
Prelim. 
Cultiva- 
tion 

Tem- 
pera- 
ture 

No.  of  Colonies  of  B.  typhosus  Devel- 
oping ON  Agar  Plates  from  One 
Loop  of  the  Medium 

Re- 
sult 

Opp. 

B.ty. 
M.H. 

trol 

Opp. 

B.  ty. 

0 

ID. 

3D. 

5D. 

1 

-Dec. 
+Inc. 

1 

•> 

^'.V.V.'.'. 

4 

No 

Soill 
'•    2 
''    3 
'*    4 
con 

6days 
6    " 
6    " 
6    •' 

1  day 

1  *' 
1  " 

28 
2^ 
28 
28 

1,100 

30 
3C 

10 
200 

To 

2.-1 
10 
tt 
25 

•• 

-100'. 
-100% 
-100'. 

-100:. 

The  antagonism  exerted  here  is  more  marked  even  than  in  the 
preceding  series,  being  practically  100  per  cent,  decrease  in  five 
days.  This  result  is  obtained  in  spite  of  the  fact  that  the  sacs 
were  very  heavily  seeded  to  start  with.  It  is  to  be  noted  here 
also  that  the  infinity  sign  has  a  special  meaning,  as  explained  in 
footnote  to  Table  I. 

SERIES  III.       SOIL  BACTERIA. 

In  this  series  the  broth  in  the  flasks  was  inoculated  with  the  soil,  and 
the  bacteria  were  allowed  to  grow  twelve  days.  In  order  to  be  sure  that  the 
new  set  of  sacs  were  tight,  they  were  inoculated,  as  in  the  previous  series, 
with  B.  typhosus,  and  grown  in  sterile  broth  for  forty  eight  hours.  Those 
sacs  which  remained  tight  were  then  transferred  to  the  flasks  prepared 
above;  so  that  we  have  in  this  series  typhoid  cultures  two  days  old,  and  hence 

«Sep  footDote  to  Table  I. 
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thickly  seeded,  in  collodion  sacs  submerfj^ed  in  flasks  containing  cultures  of 
mixed  soil  bacteria  grown  for  twelve  days  in  broth.  The  samples  of  soil 
used  are  the  same  as  in  the  previous  series.  The  culture  of  B.  typhosus  used 
here  is  not  the  same  as  that  used  before,  but  is  the  strain  described  above  as 
B.  typhosus,  P.  D.  1. 

The  temperature  of  the  experiment  was  28*. 

TABLE  III. 
Effect  of  Soil  Organisms  on  B.  typhosus. 


No.  OF 
Ex- 

PERI- 
MEN  T 

Source  of 
Oroan- 

IHM8 

Period  of 
Prelim. 
Cultiva- 
tion 

! 

Tem-  i 

PERA-  I 

tcre 

1 

No.  of  Colonies  of  B.  typhosus  Devel- 
oping ON  Agar  Plates  from  One 
LfOOP  OF  the  Medium 

1     SULT 

Opp. 

B.ty. 

P.D.I 
"    1 
'*    1 

"    1 

Opp. 

B.  ty. 

2d. 
2  " 
2  '* 

2  *' 

0 

1  D. 

2  Days 

3D. 

4D. 

5D. 

6D. 

-Dec. 
-hlnc 

1 

2 

.3 

Con- 
trol 

Soill 
"    2 

12  d. 
12  " 
12  " 

28    •' 
2H    " 

28    *'     ' 

64,00() 

76,000 

172,000 

440,000 

1,440,000 
4,000 
36,000 

00 

.. 

2,000 

14 

4.000 

1    -«' 

-99Jf 

'    -98? 

-f 

In  this  series  the  soil  bacteria  had  been  given  abundant  oppor- 
tunity to  develop  their  by-products  before  B.  typhosus  was 
introduced.  It  is  to  be  borne  in  mind,  however,  that  there  was 
little  or  no  gain  experienced  by  the  extra  six  days,  since  it  is  hardly 
likely  that  any  considerable  amount  of  growth  would  have  taken 
place  in  this  last  week.  It  seems  probable,  then,  that  the  antag- 
onistic action  would  not  necessarily  be  more  marked  than  in  the 
previous  series,  even  if  the  other  conditions  had  been  identical. 

The  sacs  did  not  contain  any  more  bacteria  per  loop  in  this 
case  than  in  the  preceding  case,  although  the  cultures  were  a  day 
older  when  brought  in  contact  with  their  antagonists.  It  is  further 
to  be  remembered  that  the  infinity  sign  has  a  special  and  limited 
meaning. 

Thus,  while  the  antagonism  exerted  by  the  opposing  bacteria  is 
not  as  marked  as  in  the  preceding  experiments,  it  is  very  apparent 
and  in  all  cases  to  be  represented  numerically  as  about  05  por  cent. 

The  change  in  the  strain  of  B.  typhosus  used  may  also  explain 
the  apparently  lessened  eflFect  of  the  antagonism. 

SERIES    IV.       SOIL    BACTERIA. 

This  series  was  undertaken  for  the  purpose  of  extending  the  range  of 
observations  on  the  antagonistic  action  of  soil  bacteria  to  other  samples  of 
soils.    The  source  of  the  material  is  given  here. 
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Soil  No.  5  is  from  the  woods  north  of  Main  Hall  on  the  campus,  and  is  the 
same  as  No.  3  in  Series  II  and  III,  except  that  it  was  collected  late  in  the  fall 
instead  of  in  the  summer. 

Soil  No.  6  is  from  a  field  on  the  university  farm  south  of  Observatory  Hill. 
This  soil  has  been  under  cultivation  several  years,  and  had  been  plowed  in 
the  fall  before  the  sample  was  taken. 

Soil  No.  7  is  clay  excavated  in  the  construction  of  Agricultural  Hall. 

Soil  No.  8  is  a  sample  of  dirt  from  a  macadamized  drive  running  alonf 
the  university  grounds  (Linden  Drive). 

Soil  No.  9  is  from  the  back  yard  of  a  dwelling-house.  (This  is  "  made 
soil "  which  for  several  years  had  been  contaminated  with  house  refuse,  the 
burial  of  garbage,  and  horse  manure. 

Soil  No.  10,  sand  being  used  for  mortar,  obtained  directly  from  the  pit. 
Presumably  this  is  like  No.  4  in  Series  III  and  IV. 

The  technique  in  this  series  was  the  same  as  in  the  preceding  experi- 
ments. 

B.  typhosus  was  inoculate4  into  the  sacs,  and  allowed  to  grow  twenty - 
four  hours  before  being  brought  in  contact  with  the  opposing  germs. 

The  opposing  germs  were  inoculated  at  the  time  the  sacs  were  introduced, 
and  were  not  given  any  time  for  preliminary  development. 

The  culture  of  the  typhoid  germ  is  the  same  as  in  the  preceding  series, 
viz.,  the  P.  D.  1.  culture. 

The  temperature  of  the  experiment  is  28°. 

The  results  are  shown  in  Table  IV,  and  graphically  in  Diagram  2. 

TABLE  IV. 
Effect  of  Soil  Organisms  on  B.  typhosus. 


No.  OF 
PKRI- 

Source  of 
Oboan- 

I8M8 

Period  of 
Prelim. 
Cultiva- 
tion 

H 

p 

i 

No.  OF  Colonies  of  B.  typhosus 

Developing  IN  Agar  from  One 

Loop  of  the  Medium 

• 
Be- 

SULT 

MBNT 

Opp. 

B.ty. 

Opp. 

B.  ty. 

0 

IDay 

2  Days 

5  Days 

28 
Days 

-Dec. 
+  Inc. 

1 

2 

3 

4 

5 

6 

Control 

Soil  5 
"     6 
"     7 
"     8 
"     9 
"    10 

P.D.I 

0 
0 
0 
0 
0 
0 

Iday 

g::: 

28    '* 

28    " 

28'  " 

200,000 
200,000 
200.000 
400,000 
200,000 
100,000 
200,000 

200,000 
200,000 
200,000 
200,000 
400,000 
200,000 
200,000 

28,000 
480,000 
480,000 
480,000 
720,000 
720,000 
800,000 

400,000 
240,000 
200,000 
200,000 
100,000 
100,000 

oe 

0 

0 

200 

200 

-100 

200 

00 

-  lOOjt 
-lOOjC 

-  99% 

-  99% 

-  993C 

-  99'* 
4-   99^ 

In  this  series  B.  typhosus  was  given  every  opportunity  to 
maintain  its  own  or  even  to  grow ;  still  it  showed  a  decline  which 
finally  amounted  to  99  per  cent,  in  all  of  the  samples.  The  time 
required  to  bring  this  about  was  considerably  greater  than  in  the 
previous  experiments.     It  is  unfortunate  that  there  were  no  counts 
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between  the  fifth  and  the  thirtieth  days,  so  that  the  exact  rate  of 
the  decline  could  have  been  determined ;  for  it  will  be  noticed  that 
on  the  fifth  day  no  decrease  was  observable ;  indeed  in  some  cases 
(1  and  2)  there  appeared  to  be  an  actual  increase.  After  the 
elapse  of  thirty  days  the  decrease  was  marked,  and  in  striking  con- 
trast to  the  condition  of  affairs  in  the  control,  where  there  was 
no  decrease  to  be  detected  after  a  month ^s  time. 


Diagram  H. 

control 

Absci88ae  »  no.  dau  s 


Ordinate  S'aoB.tij|ii.|ier  looji 


2«OA>r» 


SERIES   V.       SOIL   BACTERIA. 

The  purpose  of  this  series  was  to  retest  the  soils  used  in  the  previous 
experiment  under  conditions  such  that  the  opposing  bacteria  would  have  an 
opportunity  to  produce  their  antagonistic  properties  before  B.  typhosus  was 
introduced. 

The  media  in  the  flasks  were  inoculated  with  the  various  soils  and 
allowed  to  grow  for  twelve  days.  At  this  time  sacs  were  introduced  which 
had  been  inoculated  with  B.  typhosus  two  days  before.  It  thus  occurred 
that  B.  typhosus,  grown  for  two  days  in  sterile  broth,  was  brought  in  con- 
tact with  the  opposing  bacteria  which  had  grown  for  twelve  days. 

The  soils  were  the  same  as  those  used  in  the  previous  experiment,  viz., 
Nos.  5-10. 

The  temperature  was  28°,  as  usual. 

The  culture  of  B.  typhosus  used  was  P.  D.  1. 
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No. 

Source  of 
Oboan- 
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Period  of 
Prelim. 
Cultiva- 
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S 

Pi 

s 

H 

No.  of  Colonies  of  B.  typhosus  De- 
veloping ON  Agar  from  One 
Loop  of  the  Medium 

Re- 
sult 

—  Inc. 

+  Dec. 

Opp. 

B.ty. 

Opp. 
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0 

IDay 

2  Days 

3  Days 

1  

Soil  5 
**      6 
"      7 
"      8 
*'      9 
"    10 

P.D.2 
"    2 

**    2 

"      o 

"    2 
'•    2 

12  d. 
12  " 
12  " 
12  " 
12  '• 
12  " 

2d. 
2  " 
2  »' 
2  " 
•>  '» 

2" 
2  " 

28   C. 
28    '* 
28    *• 
28    *' 
28    " 
28"  '* 
28'  " 

480,000 
40,000 
240,000 
480,000 
48,000 

CO 

440,000 

ntam 

40,000 
4,000 

20,000 
240,000 

32,000 
inated 
380,000 

0 
3,600 

0 
4,000 
oci 

00 

-low 

•> 

-  907 

3 

— 100,» 

4 

-  99% 

-f 

6 

Control 

+ 

In  a  general  way  the  results  obtained  here  are  what  were  to 
be  expected,  viz.,  that  when  the  soil  bacteria  are  given  a  chance 
to  develop  their  by-products,  and  then  B.  typhosus  is  brought 
in  contact  with  them,  the  result  is  a  marked  and  rapid  decrease 
in  B.  typhosus. 

In  Nos.  1  and  3  (Table  V)  B.  typhosus  was  entirely  killed 
off  in  the  amount  tested.  In  Nos.  2  and  4  the  decrease  was 
marked,  but  not  carried  to  the  extreme  as  in  the  above  cases. 

No.  5  seems  to  be  an  exception,-  and  behaves  as  the  controls 
have  behaved  heretofore.  This  is  probably  accidental,  since  with 
the  same  soil  in  the  previous  experiment  there  is  no  marked  con- 
trast with  the  other  soils,  although  it  is  to  be  noted  that  this  soil 
is  the  only  one  which  might  be  considered  a  contaminated  soil. 

SERIES    VI.       WATER    BACTERIA. 

In  thin  series  the  broth  is  inoculated  with  water  organisms  instead  of 
.soil  organisms. 

The  water  used  in  one  case  is  that  of  Lake  Mendota,  and  in  the  other 
case  a  cistern  from  a  private  residence. 

No  opportunity  was  given  the  water  bacteria  to  produce  their  poisons  in 
the  broth  before  the  sowing  of  B.  typhosus;  indeed,  the  B.  typhosus  was 
inoculated  twenty-four  hours  in  advance  of  the  other  organisms. 

The  culture  of  B.  typhosus  used  was  that  of  P.  D.  1. 

The  temperature  was  that  of  28°. 

The  results  are  shown  in  Table  VI : 

I  Probably  a  contamination. 


Digitized  by 


Google 


616 


William  Dodge  Frost 


TABLE  VI. 
Effect  of  Water  Organisms  on  B.  typhosus. 


SOUBCE  OF      ^Sl^^^ 

No.  OF  Colonies  of  B.  typhosus  De- 

VELOPiNG  IN  Agar  fkom  One 
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No. 
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Opp. 
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Opp. 
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1     0 
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30    1 
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1 

1 

Lake 

P.D.I 
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28=('. 

i200,000 
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400,000 
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0 
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^ 

Cistern 

*'    1 

0  ** 
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3 

Lake 

"    1 
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2" 
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.%o,aio 
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4 

'• 

'*    1 

12  •* 

2  " 

28^  " 

120,000 

64,000 

64,000 



-  47J 

5 

•' 

M.H. 

0 

0 

■i8°  " 

1    5,200 

9,fl00 

8,300 

200 

100 

0 

-loot 

Control 



P.D.I 

28     " 

1200,000 

200,000 

90 

ao 

00 

00            4- 

It  would  appear  here,  as  in  the  previous  experiments  on  soil 
bacteria,  that  B.  typhosus  is  at  a  distinct  disadvantage  when  grown 
under  conditions  which  permit  the  action  on  it  of  the  by-products 
of  certain  other  bacteria  found  in  nature. 

That  this  antagonism  is  not  immediately  demonstrable  is 
undoubtedly  due  to  the  fact  that  B.  typhosus  was  given  an 
opportunity  to  develop  before  the  other  bacteria  were  sown.  It  is 
not  surprising,  then,  that  there  was  an  increase  for  the  first  few 
days.  At  the  end  of  the  month,  however,  there  was  a  very  marked 
antagonism,  the  decrease  amounting  to  practically  100  per  cent, 
in  the  first  two  and  last  cases,  and  78  and  47  per  cent,  in  the  other 
twt)  cases  respectively. 

In  the  third  and  fourth  cases  it  is  to  be  noticed  that  the  con- 
ditions are  diflFerent  from  those  in  the  first  two  cases.  Here  the 
opposing  bacteria  were  given  a  distinct  start,  and  the  number  of 
determinations  were  fewer  and  extend  only  over  a  week's  time,  and 
not  a  month  as  in  the  preceding  cases. 

SERIES   VII.       WATER    BACTERIA. 

There  being  an  antagonism  distinctly  observable  when  broth  is  seeded 
with  the  bacteria  from  water,  it  was  decided  to  determine  whether  the 
antagonistic  substances  are  developed  when  grown  in  water  instead  of  broth. 
Flasks  were,  therefore,  fitted  up  with  collodion  sacs  and  filled  with  lake  water 
and  sterilized  in  the  autoclave,  and  the  sacs  were  seeded  with  B.  typhosus, 
and  the  water  in  one  of  the  flasks  was  inoculated  with  water  bacteria  by 
adding  a  few  drops  of  raw  lake  water.    The  other  flask  was  not  inoculated. 

The  culture  used  was  the  M.  H. 

The  temperature  was  that  of  the  room  in  summer,  20-22''. 

The  results  are  indicated  in  the  following  Table  VII : 


Digitized  by 


Google 


Bacterial  Antagonism 


(>17 


TABLE  VII. 
Eppbct  of  Sterile  and  Raw  Water  on  the  B.  typhosus. 


No. 

Source  of 
Organ-  ^ 

I8M8      *" 

Period  op 
Prelim. 
Cultiva- 
tion 

No.  OF  COLONIE8  OF  B.  TTPH08U8  Db- 

VBLOPiNO  ON  Agar  from  One 
Loop  of  the  Medium 
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-Hlnc. 
-Dec. 

Opp. 

B.ty. 

Opp.  B.  ty. 

0 

ID. 

2  D. 

4D. 

6D. 

30  D. 

1 

2 

Sterile 
water 
Raw 
water 

M.H. 
M.H. 

0 
0 

0 
0 

20-22"  C 
20-22  C 

4,400 
2,900 

i,eoo 

590 

940 
380 

590 
30,000 

270 
30,00 

0 
Very  tow 

-lOOl 
-100:S 

There  is  in  sterile  water  a  gradual,  but  distinct,  decrease,  which 
in  a  relatively  short  time  amounts  to  extinction. 

In  the  raw  water  the  decline  was  checked  at  the  end  of  the  sec- 
ond day,  and  the  number  began  to  increase  and  was  maintained 
for  some  days,  and  then  began  to  decline  again ;  but  at  the  end 
of  one  month's  time  B.  typhosus  had  not  entirely  disappeared. 
During  this  time,  however,  the  number  of  water  bacteria  in  the 
fliask  outside  of  the  sac  ha&  increased  to  an  enormous  extent,  as 
they  always  do  under  similar  circumstances,  i.  c,  when  water  is 
inclosed  in  a  small  space  and  kept  at  a  temperature  which  will 
permit  of  the  growth  of  bacteria.  It  is  true,  then,  that  the  water 
in  the  flask  after  the  lapse  of  a  few  days  is  a  very  different  water 
from  what  it  was  when  B.  typhosus  was  first  introduced. 

SERIES   VIII.       WATER   BACTERIA. 

In  view  of  the  results  obtained  in 'the  previous  series,  it  was  decided  to 
try  to  grow  B.  typhosus  in  a  collodion  sac  in  water  kept  under  conditions 
which  would  keep  down  its  germ  content ;  in  other  words,  to  grow  B.  typhosus 
in  the  lake.  For  various  reasons  the  sacs  were  not  put  in  the  lake  itself,  but 
were  kept  in  the  laboratory  sink,  under  conditions,  to  be  presently  explained, 
which  were,  so  far  as  can  be  seen  at  the  present  time,  exactly  similar  in  effect 
to  those  which  obtained  in  the  lake. 

This  procedure  was  intended  to  keep  the  water  in  motion,  and  thus  prevent 
the  enormous  multiplication  of  the  germs  which  always  occurs  when  water 
taken  from  a  large  body  of  water  is  confined  in  a  small  vessel.  For  this 
purpose  an  apparatus  was  arranged  as  indicated  in  Fig.  6. 

The  collodion  sacs  were  made  as  usual  and  sterilized  in  flasks  of  water. 
The  sacs  with  their  sterile  water  content  were  then  placed  in  the  running- 
water,  where  they  were  left  without  inoculation  for  twenty -four  hours,  Cul- 
tures of  the  water  in  the  sacs  were  then  made  in  order  to  determine  whether 
the  sacs  were  tight  or  not.    In  some  cases  it  was  found  that  they  were  not 
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tight,  and  in  these  cases  they  were  replaced  with  new  ones,  which  were  in  turn 
tested  in  the  same  way.  When  the  sacs  were  found  to  have  remained  in  run- 
ning water  for  twenty-four  hours,  without  allowing  the  water  bacteria  to  gain 
entrance,  they  were  inoculated  with  B.  typhosus.    Cultures  were  made  at  this 

time  and  at  regular  periods  for 
twenty  days. 

The  experiment  was  conducted 
in  duplicate,  as  will  be  seen,  a^id 
was  also  accompanied  by  a  control 
in  sterile  water,  which  was  also 
conducted  in  duplicate.  The  cul- 
ture was  the  M.  H. 

The  temperature  of  the  water, 
of  course,  varied.  A  thermometer 
was  kept  in  the  apparatus  all  of 
the  time,  and  the  temperature 
was  read  each  morning  and 
recorded. 

The  results  are  shown  in  Table 
VIII. 

In  the  case  of  the  controls, 
or' boiled  water,  there  was  a 
decline  in  the  first  day  or 
two,  which  was  followed  by  a 
marked  and  very  sudden  in- 
crease, and  then  a  gradual 
decline,  which  at  the  end  of 
twelve  days  amounted  to 
extinction,  so  far  as  the 
amount  tested  was  concerned. 
In  the  raw,  or  running, 
water  there  was  apparently 
no  decline,  but  in  one  of  the 
two  cases  there  was  an  in- 
crease observed  in  the  first  few  days,  and  then  a  decline  which 
reached  a  low  point  in  seven  days,  or  five  days  sooner  than  in 
the  case  of  boiled  water.  It  must  be  noted,  however,  that  B. 
typhosus  persisted  quite  as  long  in  this  case  as  in  the  boiled 
water;  indeed,  these  figures  seem  to  indicate  that  at  the  end  of 
twenty  days  they  were  more  numerous,  i)er  loop  of  material,  than 
were  the  typhoid  germs  at  the  same  time  in  the  boiled  water. 


Fio.  6.— Apparatus  for  immersing  collodion 
sacs  in  running  water,  a,  glass  bell  jar;  &,  inlet 
tube;  r,  outlet  tube;  (/,  tripod;  c,  collodion  sacs 
sealed  on  test- tubes  and  inoculated  with  the 
typhoid  germ,  held  in  place  by  the  iron  clamps  /. 
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TABLE  VIII. 
Effect  of  Sterile  and  Raw  Lake  Water  on  the  B.  typhosus. 


No. 

OP 

Ex- 

PKRI- 

Opposing 
Medium 

CUL- 
TCRE 
OF  B. 
TYPH- 
OSUS 
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s 

D 

S 

H 

1 

Number  of  Colonies  of  B.  typhosus  Devblop- 
iNQ  ON  Agar  from  one  Loop  of  Medium 

Re- 

HULT 
+  Jll. 

-Dp. 

MENT 

0 

1  D.  '  2  D. 

1 

5D. 

7D. 

11  D. 

12  D. 

16  D. 

0 
1 

10 

20  D. 

1 

2 
3 

4 

Boiled 
water 
Boiled 
water 

Raw 
water 

Raw 
water 

M.H. 
M.H. 
M.H. 
M.H. 

18-23 
18-23 
18-23 
18-23 

eoo 

4o) 
300 
200 

360 
125 
90O 
175 

4,750 
825 
480 
135 

400 

6,300 

200 

85 

100 
400 
10 
16 

6 
600 

16 

2 
15 

10 

0 

1 
5 
10 

-loa; 
-lotr. 

-  \m 

-  95. 

No  very  definite  conclusions  seem  warranted  from  these  results. 
It  appears,  however,  that  there  were  conditions  in  the  boiled  water 
which  permitted  a  rapid  and  extensive  development  for  a  few 
days.  There  seems  to  have  been  no  shortening  of  the  life  of  B. 
typhosus  in  raw,  or  running  water.  If  the  water  bacteria  exert  a 
prejudicial  effect  on  B.  typhosus,  either  it  is  so  slight  that  it 
cannot  be  detected  by  this  means,  or  it  does  not  pass  through  the 
collodion  sac.  This  result  is  not  in  accord  with  numerous  inves- 
tigators on  this  subject. 

GENERAL    DISCUSSION    OF    RESULTS. 

The  results  of  the  experiments  already  recorded  show  that  there 
is  a  marked  antagonism  exerted  by  soil  and  water  bacteria  on  B. 
typhosus  when  the  same  are  grown  in  broth  and  B.  typhosus  are 
immersed  therein,  for,  whereas  B.  typhosus  in  the  collodion  sac 
in  sterile  broth  grows  rapidly  and  maintains  itself  in  enormous 
numbers  for  long  periods  of  time,  it  rarely  multiplies  to  any  extent 
in  the  broth  saturated  with  the  by-products  of  these  bacteria,  and 
invariably  shows,  usually  in  a  few  days,  a  rapid  decline,  which  in 
the  course  of  a  few  days,  or  weeks  at  most,  amounts  to  practical 
extinction  in  the  quantities  tested. 

The  antagonistic  effects  are  produced  more  rapidly,  and  the 
effect  is  more  marked,  when  the  opposing  organisms  are  allowed  to 
develop  their  by-products  before  B.  typhosus  is  introduced; 
and,  vice  versa,  where  B.  typhosus  is  allowed  to  develop  before 
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the  opposing  germs  are  introduced,  some  considerable  time  is 
required  to  demonstrate  the  antagonism,  and  the  action  is  slower 
and  less  marked.  The  time  required  to  develop  the  antagonistic 
by-products  is  comparatively  short,  very  positive  results  being 
obtained  in  forty -eight  to  seventy-two  hours.  The  influence  which 
the  prolongation  of  the  period  of  incubation  of  the  opposing  bacte- 
ria has  on  the  rapidity  of  the  extinction  of  B.  typhosus  is  well 
shown  in  the  following  table.  The  B.  typhosus  was  grown  in  the 
collodion  sac,  as  in  the  preceding  experiments,  and  the  opposing 
organisms  were  from  soil  No.  3.  The  temperature  was  28°,  and 
the  culture  of  B.  typhosus  was  the  M.  H. 

TABLE  IX. 

The  Effect  of  Prolonging  the  Period  op  Incubation  op  the  Opposing 
Bactteria  on  Rate  op  Extinction  op  B.  typhosus. 


No.  OF  Exper- 

Days of  Pbeliminaby  Cultivation 

Dat  before  Ex- 
tinction 

Peb  Cbi^t. 

iment 

B.  typhosus 

Opposiog  Bacteria 

Decbrahe 

1 
2 
3 

0 
0 
2 

12 
6 
0 

2 
5 

7 

100 
100 
100 

A  question  of  considerable  importance  is  this:  Do  soil  and 
water  bacteria  growing  in  their  natural  habitats  produce  by- 
products in  sufficient  quantities  to  saturate  these  substances,  and 
thus  give  to  them  a  germicidal  property  ?  This  has  been  very 
frequently  tested  for  the  water  bacteria,  and  while  there  seems  to 
be  no  consensus  of  opinion  as  to  the  germicidal  properties  of  the 
natural  waters,  there  is  abundant  proof  that  raw  waters  are  not 
suited  for  the  development  of  B.  typhosus,  buf  the  heating  of  the 
same  in  the  process  of  sterilization  renders  the  water  capable  of 
sustaining  the  organism  for  a  longer  time,  and  under  some  condi- 
tions permits  the  multiplication  of  the  typhoid  germ  in  them. 
This  point  does  not  seem  to  have  been  determined  for  soils.  The 
following  experiment  was  made  in  this  connection:  Soil  was 
collected  from  a  plowed  field.  The  bacteria  in  this  soil  had 
already  been  shown  to  possess  antagonistic  properties,  since  it 
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was  the  same  as  soil  No.  6  in  Series  V.  One  kilogram  of  this 
soil  was  placed  in  a  large  funnel,  and  to  it  one  liter  of  boiled  tap 
water  was  added.  The  first  300  c.c.  were  caught  and  filtered 
through  a  Pasteur-Chamberiand  filter  (No.  F)  and  distributed 
into  two  small,  sterile  flasks.  One  of  these  was  afterward  run 
through  an  autoclave.  A  similar  flask  of  autoclaved  tap  water 
was  used  as  a  control.  These  flasks  were  heavily  seeded  with 
B.  typhosus  (P.  D.  1.)  and  put  at  a  temperature  of  38°,  so  that  if 
there  were  no  antagonistic  substances  present,  B.  typhosus  would 
probably  multiply.     The  results  obtained  follow : 

TABLE  X. 

Career  of  B.  typhosus  Exposed  to  Raw,  Filtered   Soil   Leachings; 
Boiled,  Filtered  Leachinos;  and  Boiled  Tap  Water. 


No.  OF 

EXPESI- 

MBNT 

Description 

No.  Typhoid  Colonies  from  Two  Loops 

0 

2  Days 

3  Days 

1 

Filtered  leachings 

500 

500 

2,000 

12,000 

20,000 

70 

35,000 

20,000 

17 

2 
3 

Filtered  leachings  (autoclaved) 
Tap  water  (autoclaved) 

From  the  data  recorded  in  the  above  table  there  seems  to  be 
no  evidence  whatever  that  there  are  any  substances  present  in  the 
soil  which  are  antagonistic  for  the  typhoid  germ.  There  is 
apparently  no  difference  between  the  raw  and  autoclaved  leachings, 
and  at  38°  there  is  a  marked  increase  in  the  number  of  germs  in 
three  days.  This  is  in  strong  contrast  with  the  condition  of 
affairs  in  the  case  of  the  autoclaved  tap  water,  where  under 
identical  conditions  there  is  a  marked  decrease.  This  difference 
is  probably  to  be  explained  by  the  presence  of  a  large  amount  of 
organic  matter  in  the  soil  leachings  which  furnishes  conditions 
favorable  for  the  rapid  development  of  B.  typhosus.  It  seems 
probable,  then,  that  the  antagonism  which  a  soil  may  possess  for 
B.  typhosus  is  due  to  the  bacteria  present  and  the  by-products 
which  they  may  produce  in  the  immediate  presence  of  the  typhoid 
germ,  and  not  to  by-products  previously  formed. 

The  bacteria  which  are  antagonistic  to  B.  typhosus  seem  to 
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be  widely  distributed  in  the  soil  and  water.  So  far,  they  have 
been  found  in  practically  all  of  the  samples  examined.  These 
include  soils  from  various  sources,  as  woods,  grass  plots,  plowed 
ground,  road  dust,  clay  from  several  feet  below  the  surface,  and 
sand,  as  well  as  various  waters. 

ANTAGONISM  EXHIBITED  BY  PURE  CULTURES  OF  CERTAIN 

BACTERIA. 

In  the  previous  section  the  fact  is  shown  that  when  B. 
typhosus  is  grown  on  one  side  of  a  permeable  membrane,  as  a 
collodion  film,  and  a  mixed  culture  of  soil  or  water  bacteria  on  the 
other  side,  B.  typhosus  is  not  only  unable  to  grow,  but  in  most 
cases  rapidly  dies  out.  The  question  then  naturally  arose  whether 
it  was  possible  to  secure  single  species  of  bacteria  which,  when 
grown  in  pure  culture,  would  produce  a  similar  result.  With  this 
end  in  view  the  following  experiment  was  performed: 

After  Series  II  (p.  610)  had  been  running  for  eight  days,  a 
number  of  agar  plates  were  made  from  each  flask  in  order  to 
isolate  the  various  bacteria  present  for  further  study.  But  as 
there  was  an  interruption  of  the  work  at  this  time,  the  plates 
remained  in  the  ice-chest  for  about  two  months.  Subcultures 
were  then  made  from  the  various  colonies,  and  after  they  had 
grown  for  a  few  days  on  agar  slopes  they  were  inoculated  into 
flasks  fitted  with  collodion  sacs.  The  sacs  had  been  inoculated 
with  B.  typhosus  twenty-four  hours  earlier.  The  stock  of  B. 
typhosus  was  P.  D.  1.  The  temperature  pf  the  experiment 
was  28°.  Cultures  from  seven  different  colonies  were  tested  in 
this  way.  In  regard  to  the  results  it  may  be  stated,  without 
going  into  greater  detail,  that  there  was  no  decline  in  the  num- 
bers, as  was  expected,  but  that  there  was  in  all  cases  a  four,  or 
more,  fold  increase  and  that  these  numbers  were  maintained  for 
at  least  one  month.  These  results  may  be  accounted  for  on  any 
of  the  following  suppositions :  First,  it  is  possible  that  the  partic- 
ular organism  possessing  antagonistic  properties  was  not  obtained 
in  the  plate  cultures.  But  it  is  to  be  remembered  that  the  plates 
were  made  when  the  antagonistic  properties  were  very  strong,  and 
it  would  be  expected  that  this  organism  would  be  more  or  less 
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abuiidant  in  the  mixture.  Second,  it  is  possible  that  the  organ- 
isms, although  normally  antagonistic,  may  have  lost  their  peculiar 
properties  through  the  long  standing  in  the  plate  culture.  Third, 
it  may  also  be  true  that  the  antagonism  exerted  in  the  former 
experiments  ife  due,  not  to  a  single  organism,  but  the  combined 
action  of  two  or  more  diflFerent  species. 

While  the  last  experiment  was  in  progress,  and  as  a  check  on 
the  same,  it  was  determined  to  t^st  the  eflFect  of  growing  pure 
cultures  of  certain  bacteria  in  close  proximity  to  B.  typhosus 
in  solid  media,  somewhat  after  the  method  used  by  Garr6.  (Method 
1,  p.  602.)  Therefore  a  series  of  agar  plates  were  made  which 
were  heavily  seeded  with  B.  typhosus.  After  the  agar  had 
thoroughly  solidified,  streaks  were  made  on  the  surface  of  the 
agar  with  the  organisms  to  be  tested.  These  were  new  cultures 
from  soil  No.  4,  the  same  as  that  used  in  Series  II,  a  sample  of 
which  had  been  kept.  After  twenty -four  hours  at  28°  it  was 
found  that  the  bacteria  growing  in  the  streaks  on  the  surface  of 
the  media  had  in  one  case  seriously  interfered  with  the  growth 
of  B.  typhosus  in  the  agar  immediately  beneath.  In  this  case 
case  B.  typhosus  had  not  developed  into  visible  colonies  beneath 
the  streak  and  for  some  distance  on  each  side  of  the  streak. 

By  this  means  an  organism  was  discovered  which  showed  strong 
antagonistic  properties.  This  culture  proved  to  be,  on  further 
study,  the  "potato  bacillus,"  or  B.  vulgatus  Trevisan. 

A  number  of  pure  cultures  were  now  tried  in  the  same  way. 
These  included  the  following  well-known  bacteria:  Pseudomonas 
fluorescens  (Fluegge)  Migula  (B.  fluor.  liquefaciens) ;  Pseudo- 
monas aeruginosa  (Schroeter)  Migula  (B.  pyocyaneus) ;  Pseudo- 
monas putida  (Fluegge)  Migula  (B.  fluorescens  putidus) ;  Bacillus 
prodigiosus  (Ehrenberg)  Fluegge;  Bacillus  vulgaris  (Hauser) 
Migula  (Proteus  vulgaris). 

In  this  way  an  antagonism  was  detected  for  B.  typhosus  in 
the  case  of  three  out  of  five  germs,  viz.:  Ps.  fluorescens,  Ps. 
putida,  and  B.  vulgaris.  A  number  of  experiments  with  these 
three  germs,  together  with  B.  vulgatus,  were  carried  out,  and  the 
antagonism  which  they  exert  on  B.  typhosus  was  very  definitely 
shown. 
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Two  courses  were  now  open:  the  various  bacteria  in  the  soils 
already  examined  could  be  isolated,  and  the  relation  of  each 
individual  species  to  B.  typhosus  could  be  determined  and  their 
distribution  studied;  or  the  organisms  already  found  could  be 
studied  for  the  purpose  of  determining  the  extent  of  the  antago- 
nism, the  influence  ©f  various  factors  in  modifying  the  antagonism, 
and  finally  the  cause  of  the  antagonism  could  be  investigated. 
The  latter  course  was  determined  on,  and  it  is  now  proposed  to 
discusss  the  results  in  detail. 

ANTAGONISM   EXHIBITED    BY    B.    VULGATUS   TBEVISAN. 

This  organism  is  usually  designated,  incorrectly,  hy  the  trinomial, 
Bacillus  mesentericus  vulgatus  Fluegge.  The  common  name  is  the  ^potato 
bacillus." 

The  culture  used  was  isolated  from  soil  No.  4  in  Series  II  (p.  611),  and  at 
first  designated  by  number  as  59-4,  but  upon  further  study  it  has  proved  to 
be  B.  vulgatus. 

No  reference  in  literature  has  been  found  to  the  antagonistic  action  of 
this  germ  for  B.  typhosus,  but,  as  the  following  experiments  show,  it  possesses 
a  strong  antagonistic  action. 

Agar  plates  were  heavily  seeded  with  B.  typhosus,  and  when  the  agar  was 
hard,  it  was  streaked  with  B.  vulgatus.    The  results  follow: 


TABLE  XI. 
Antagonism  Exebted  by  B.  vulgatus. 


No.  of 
Exp'm't 

Tempera- 
ture 

Kind  of  Mediam 

Results 

1 
2 
3 

4 

28 
28 
28 

28 

Nutrient  agar 

it 

Hiss's  medium 

Antagonism  apparent. 

Marked  antagonism. 

Strongly  marked  ( J^  inch  clear  agar  around 

streak). 
Strongly  marked  antagonism. 

The  presence  of  an  antagonism  was  also  shown  by  means  of  the  double- 
plate  method  (No.  6,  p.  G04)  where  B.  typhosus  repeatedly  failed  to  grow  on 
the  side  of  the  plate  seeded  with  B.  vulgatus  (see  Plate  XVIII,  Fig.  1,  A), 

Again,  the  agar-block  method  was  used.  The  B.  typhosus  was  inoculated 
into  agar  blocks,  and  these  were  then  put  into  broth  cultures  of  the  potato 
bacillus.  Repeated  trials  have  shown  that  under  these  conditions  the  typhoid 
germ  invariably  fails  to  grow.    (See  Plate  XVIII,  Fig.  2,  D,) 

This  series  of  experiments  shows  clearly  the  antagonism  which  is  exerted, 
since  in  all  cases  controls  were  made  in  which  B.  typhosus  was  grown  on 
itself. 
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TABLE  XII. 

Influence  of  Preliminary  Cultivation  op  B.  vulgatus  on 

Development  of  Antagonism. 


No.  of  • 
Experiment 

Temperature 

Time  Allowed  B.  vulf  atus  to 

Grow  before  B.  typhosus 

Is  Seeded 

Results 

1 
2 
3 
4 

28 
28 
28 
28 

0  hours 
0      " 
6      " 

48      " 

No  antagonism. 
Slight  (if  any). 
Slight  antagonism. 
Marked  antagonism. 

The  above  table  brings  out  another  fact,  and  that  is  that  it  requires 
some  time  for  B.  vulgatus  to  develop  its  antagonistic  products.  Thus  it 
happens  that,  if  B.  typhosus  is  seeded  at  the  time  that  the  other  germ  is 
seeded,  it  has  time  to  develop  into  a  visible  streak  before  its  growth  is 
checked.  This  happened  in  Nos.  1  and  2.  When,  however,  B.  vulgatus  is 
given  a  start,  it  invariably  prevents  the  development  of  B.  typhosus. 

The  antagonism  is  also  demonstrable  when  this  germ  is  grown  in  broth 
and  B.  typhosus  is  immersed  in  a  collodion  sac  therein,  as  shown  in  the 
following  table.  The  temperature  of  the  experiment  was  28°,  and  the  culture 
of  B.  typhosus  was  the  P.  D.  2. 

TABLE  XIII. 
Antagonism  op  B.  vulgatus. 

(Collodion  Sac  Method.) 


Pebiod  op  Pbelimi- 
NARY  Cultivation 

No.  OF  Colonies  of  B.  typhosus  per  Loop 

B.  vulgatus 

R typhosus 

0 

IDay 

2  Days 

3  Days 

4  Days 

5  Days 

6  Days 

12  days 

2  days 

1,400 

360 

.... 

.... 

40 

ANTAGONISM   EXHIBITED    BY    BACILLUS  VULGARIS    (HAUSEB)  MIGULA. 

This  organism  is  usually  known  as  Proteus  vulgaris;*  occa- 
sionally as  Bacillus  proteus.f 

There  seems  to  have  been  no  experimental  work  on  the 
antagonism  exerted  by  B.  vulgaris  for  B.  typhosus  recorded, 
although  the  idea  is  quite  general  that  the  group  of  organisms  to 
which  this  belongs,  /.  c,  the  Proteus  group,  does  possess  antag- 
onistic properties  for  the  typhoid  germ.  For  instance,  Sidney 
Martin,*  in  giving  the  reasons  for  the  disappearance  of  the  typhoid 

*  HAUSES,  Ueber  Fdulnisabakftn-ien,  188.5. 
t  Teevisan,  Genera,  1889. 
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germ  from  unsterilized,  virgin  soil,  remarks  that  the  disappearance 
seems  to  be  due  to  the  antagonism  of  the  soil  micro-organisms, 
and  stated  that  "there  is  some  evidence  to  show  that,  under  the 
conditions  of  the  experiment,  the  disappearance  of  the  bacillus 
[B.  typhosus]  has  taken  place  pari  j>cissu  with  the  increase  of  the 
number  of  the  putrefactive  bacteria." 

The  source  of  the  particular  culture  used  was  the  Laboratory  of  the  Johns 
Hopkins  Hospital,  where  it  was  known  as  226.  This  germ  was  isolated  from 
several  of  the  soils  used. 

Experimental  work,-  -Agar  plates  were  heavily  seeded  (Method  1,  p.  602) 
with  B.  typhosus,  and  when  the  medium  had  hardened  the  surface  was  streaked 
with  B.  vulgaris.  The  plates  were  incubated  at  38°.  Twenty-four  hours 
later  it  was  invariably  found  that  there  was  a  marked  antagonism  for  B. 
typhosus.  Usually  the  colonies  were  small  under  the  streak  and  for  some 
distance  each  side  of  the  streak.  (See  Fig.  2.)  In  some  cases  the  typhoid 
colonies  under  the  streak  of  B.  vulgaris  did  not  develop  at  all,  and  the  agar 
remained  clear  for  a  short  distacce  each  side  of  the  streak.  The  results 
obtained  in  this  series  of  experiments  is  shown  in  the  following  table: 

TABLE  XIV. 
Antagonism  op  B.  vulgaris. 


No.  of  Experi- 
ment 

Temperature 

Kind  of  Medium 

Results 

1 
2 
3 
4 
5 

38 
38 
36 
38 
38 

Nutrient  agar 

Marked  antagonisip 

The  antagonism  was  also  tested  by  the  double-plate  method,  and  the 
results  obtained  are  shown  in  the  following  table  (see  also  Fig.  5,B): 

TABLE  XV. 
Antagonism  of  B.  vulgaris  Tested  by  the  Double-Plate  Meihod. 


^""'^tf^^''-  '  Temperature 


Medium 


Time  Allowed  B. 
vulgaris  before  seed- 
ing B.  typhosus 


Results 


28 
28 
28 
28 


Nutrient  agar 


0  hours 
0       " 
6      " 
6       " 
48       " 


Marked 


Strong 
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It  will  be  noticed  here,  in  contrast  to  the  condition  of  affairs  under  B. 
vulgatus,  that  B.  vulgaris  develops  its  antagonistic  properties  immediately 
and,  in  the  experiments  performed  here,  there  was  no  case  where  B.  typhosus 
was  able  to  grow  on  the  seeded  half  of  the  plate. 

This  organism  has  been  grown  in  broth,  and  in  these  cultures  agar  blocks 
have  been  immersed,  and  it  has  been  shown  repeatedly  that  B.  typhosus 
will  not  develop  in  the  by-products  of  this  germ.    (See  Plate  XVIII,  Pig.  2,  E.) 

The^antagonism  is  also  demonstrable  when  this  germ  is  grown  in  broth 
and  B.  typhosus  is  immersed  in  a  collodion  sac  therein,  as  shown  in  the 
following  table.  The  temperature  of  the  experiment  was  28''  and  the  culture 
of  B.  typhosus  was  the  P.  D,  2. 

TABLE  XVI. 

Antagonism  op  B.  vulgaris. 
(Collodion  Sac  Method.) 


Period  of  Pbeliminart 
Cultivation 

No.  OF  Colonies  of  B  typhosus  per  Loop 

B.  vulgaris 

B.  typhosus 

0 

1  Day  1  2  Days 

1 

3  Days 

4  Days 

h  Days 

6  Days 

12  days 

2  days 

3,200 

....      3,600 

1,500 

ANTAGONISM    EXHIBITED    BY   THE    PSEUDOMONAS   FLUOBESOENS 

(fluegge)  MIG. 

This  germ  is  usually  spoken  of  as  the  Bacillus  fluorescens 
liquefaciens.*  It  has  also  bfeen  described  as  B.  viscosusf  and  B. 
Fluorescens  nivalis.  J 

The  particular  cultures  used  here  were  one  isolated  from  the 
water  in  Lake  Mendota  and  one  obtained  from  Professor  Jordan, 
of  the  University  of  Chicago. 

The  antagonism  exhibited  by  Ps.  fluorescens  for  B.  typhosus 
was  apparently  first  described  by  Olitzky.'  This  investigator 
found  that  the  organism  in  question  exerted  a  strong  restraining 
influence  on  B.  typhosus,  and  suggested  that  this  fact  might  have 
practical  hygienic  importance.  The  methods  used  by  this  worker 
were  slight  modifications  of  Garry's  methods. 

Laws  and  Andrews,*  working  on  the  duration  of  the  life  of 
B.  typhosus  in  sewage,  tested  the  eflFect  of  the  presence  of  diflFer- 
ent  organisms  on  B.  typhosus,  and  among  them  Ps.  fluorescens, 
and  concluded  that  it  had  no  eflFect  on  B.  typhosus. 

♦  Flubook,  Mikroorganiamen,  1886,  p.  289. 
t  Frankland,  Ztachr.  f.  Hyg„  1887,  6,  p.  39. 
X  ScHMELK.  Centralbhf,  Bakt.,  1888,  4,  p.  .jU. 
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HorrockB,'  working  on  similar  lines,  found  that  he  could  not 
isolate  B.  typhosus  from  sewage  after  seven  days,  when  Ps. 
fluorescens  was  present,  but  could  isolate  it  from  sterile  sewage 
•two  months  after  inoculation.  He  did  not,  however,  feel  sure  but 
that  some  typhoid  colonies  had  escaped  him  in  the  first  case.  He 
also  found  that  B.  typhosus  would  not  grow  on  the  surface  of 
gelatin  which  had  already  yielded  a  growth  of  Ps.  fluorescens. 

The  effect  of  this  organism  on  B.  typhosus  has  been  rein- 
vestigated by  means  of  the  new  methods  already  described. 

Agar  plates  were  seeded  with  B.  typhosus,  and  when  the  agar  was  well 
hardened  Ps.  fluorescens  was  streaked  over  the  surface.  In  most  cases  it 
was  found  upon  development  that  the  colonies  under  and  immediately  around 
the  streak  of  Ps.  fluorescens  had  either  not  grown  or  weie  much  smaller  than 
in  other  parts  of  the  plate.    The  following  table  gives  the  data  in  detail : 

TABLE  XVII. 

Antagonism  Exerted  by  the  Pseudomonas  fluorescens  Developing  on 

AN  Agar  Typhoid  Plate. 


No.  of  Experiment 

Tempera  tare 

28 
28 
28 

Medium 

Result 

1 

Nutrient  agar 
Sugar-free  agar 

I*                   K 

Antagonism  apparent 

U                                       (4 

2 

3 

^i                          U 

4 

U                                M 

From  these  experiments  it  seems  fair  to  conclude  that  when  the  two 
organisms  are  grown  as  in  the  preceding  experiments  there  is  a  marked  inhib- 
iting effect  exerted  by  Ps.  fluorescens  on  B.  typhosus  which  frequently  extends 
through  several  millimeters  of  agar. 

The  difficulty  which  B.  typhosus  has  in  growing  in  the  presence  of 
Ps.  fluorescens  is  further  shown  in  the  following  experiments  with  the  double- 
plate  method  (see  Plate  XVIII,  Fig.  1,  C): 

TABLE  XVIII. 
Antagonism  op  Ps.  fluorescens  Tested  by  Double-Plate  Method. 


No.  of  Experi- 
ment 

"  Temperature 

Time  Allowed  Antibiont 
to  Develop  before  Seed- 
ing B.  typhosus 

Result 

1 

28^ 
28 
28 
28 

0  hours 
0      " 
6      " 

48      " 

Very  slight  antagonism 
Slight  antagonism 
Marked  an&gonism 
Very  marked  an  tag. 

2 

3 

4 
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In  addition  to  the  fact  that  there  is  an  antagonism,  the  further  fact  is 
brought  out  that  time  is  required  for  the  development  of  the  maximum 
amount  of  antagonism. 

The  antagonism  has  been  further  tested  by  means  of  the  agar-block 
method,  and  in  no  case  was  B.  typhosus  able  to  grow  in  the  by-products  of 
this  germ  (see  Plate  I,  Fig.  2,  F). 

The  antagonism  is  also  demonstrable  when  this  germ  is  grown  in  broth 
and  B.  typhosus  is  immersed  iu  a  collodion  sac  therein,  as  shown  in  the 
foUowiog  table.  The  temperature  of  the  experiment  was  28°  and  the  culture 
of  B.  typhosus  was  the  P.  D.  2. 

TABLE  XIX. 

Antagonism  op  Ps.  pluorescens. 
(Collodion  Sac  Method.) 


Period  of  Prelim.  Cultivat'n 

Number  of  Colonies  of  B.  tiphosub  per  Loop 

Ps.  fluorescens 

B.  typhosas 

0 

IDay 

2  Days 

3  Days 

4  Days 

.5  Days 

6  Days 

30  days 

0 

720 

0 

... 

0 

... 

... 

ANTAGONISM   EXHIBITED    BY    PSEUDOMONAS    PUTIDA    (FLUEGQE) 

MIQULA. 

This  organism  is  usually  known  as  the  Bacillus  fluorescens 
putidus  Fluegge,  and  differs  slightly,  if  at  all,  from  the  Bacterium 
immobile  (B.  fluorescens  non-liquefaciens)  except  in  motility. 

The  culture  used  here  was  one  obtained  from  Professor  Jordan, 
of  the  University  of  Chicago. 

Garr6*  has  called  attention  to  an  antagonism  exerted  by 
Ps.  putida  on  the  B.  typhosus,  but  apparently  no  one  else  has 
studied  it. 

The  antagonism  has  been  studied  by  means  of  the  double- 
plate  method  and  found  to  be  marked,  although  apparently  not 
as  strong  as  in  the  case  of  Pseudomonas  fluorescens  (see  Plate  I, 
Fig.  1,  D). 

In  the  agar  blocks  there  is  usually  no  growth  along  the  streak, 
although  occasionally  a  slight  growth  does  occur  as  in  the  tube 
represented  in  Plate  I,  Pig.  1,  O. 

An  antagonism  is  demonstrable  by  means  of  the  collodion-sac 
method,  as  the  following  table  will  show.  The  temperature  of 
this  experiment  was  28°,  and  the  culture  of  B.  typhosus  used  was 
P.  D.  2. 
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TABLE  XX. 

Antagonism  of  Ps,  putida. 
(Collodion  Sac  Method.) 


Period  of  Prelim.  Cultivat'n 

Number  of  Colonies  B.  typhosus  per  Loop 

Ps.  putida 

B.  typhosus 

0 

1  Day 

2  Days 

3  Days 

4  Days 

5  Days 

6  Days 

12  days 

2  days 

1,200 

... 

650 

... 

150 

GENERAL    DISCUSSION   OF    RESULTS. 

These  organisms  all  show  a  marked  antagonism  for  B.  typhosus 
when  tested  as  above  described.  Of  the  four  Pseudomonas  fluo- 
rescens  exhibits  the  strongest  antagonistic  properties,  although  it 
requires  some  time  to  develop  this  properly.  B.  vulgaris  acts 
more  promptly  than  the  others,  but  the  antagonistic  substance 
does  not  diffuse  to  so  great  a  distance  in  the  medium. 

These  germs  are  among  the  most  common  and  widely  distributed 
of  the  soil  and  water  bacteria. 

These  germs  all  produce  substances  which  pass  through  a  col- 
lodion film.  The  results  obtained  here  by  this  method,  however, 
have  not  been  as  striking  in  case  of  B.  vulgatus  and  B.  vulgaris  as 
in  the  case  of  the  mixed  cultures ;  partly,  no  doubt,  because  the 
cultures  had  been  grown  for  a  longer  time  on  artificial  culture 
media;  and,  furthermore,  it  is  quite  likely  that  the  greater  antag- 
onism in  the  mixed  cultures  may  have  been  due  to  the  combined 
action  of  two  or  more  species. 

EFFECT  OF  VARIOUS  AGENTS  IN  INFLUENCING  ANTAGONISM. 

A  series  of  experiments  were  undertaken  to  determine  the 
effect  of  various  agents  in  influencing  the  antagonism  exerted  by 
these  germs. 

INFLUENCE  OF  INCUBATING  TEMPERATURE  ON  THE  DEVELOPMENT 
OF  ANTAGONISM. 

Double  plates  were  made  and  one-half  seeded  with  these  organ- 
isms, and  then  a  few  hours  later  both  sides  were  streaked  with 
B.  typhosus.  The  plates  were  kept  at  the  temperature  of  the  ice- 
chest  (10-12°),  room  temperature  (17-20°),  low  incubator  (28°), 
and  blood  heat  (38°),  with  the  following  results: 
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TABLE    XXI. 
Effect  of  Incubation  Tempebatube  on  Antagonism. 


Organism 

Tempebatube 

10-12" 

17-22 

28- 

38' 

B.  vul^atus 

0 
0 
0 
0 

0 
0 
0 
0 

0 
0 

0 
0 

0 

B.  vulgaris 

0 

Pa.  fluorescens 

0 

Ps.  Dutida 

0 

0  means  no  growth. 

The  eflFect  of  incubation  temperature  was  tested  in  another 
way,  as  follows : 

Tubes  of  neutral  broth  were  inoculated  with  the  four  organ- 
isms and  grown  at  the  diflPerent  temperatures.  These  were  allowed 
to  grow  six  days,  and  at  the  end  of  that  time  there  was  a  good 
growth  even  in  those  tubes  kept  at  the  ice-chest  temperature.  All 
of  these  tubes  were  then  heated  to  60°  for  ten  minutes. 

An  agar  block  seeded  with  B.  typhosus  was  then  placed  in 
each  tube,  and  all  placed  at  the  temperature  of  38°. 

The  purpose  of  the  heating  was  to  kill  the  vegetative  forms 
and  thus  prevent,  as  much  as  possible,  the  formation  of  the  antag- 
onistic substance  at  38°.  The  heating  had  been  found  not  to 
interfere  with  the  action  of  the  antagonistic  substance  already 
formed.  Twenty-four  hours  later  the  following  results  were 
obtained : 

TABLE  XXII. 
Effect  of  Incubation  Tempebatube  on  Antagonism. 


Organism 

Tempebatube 

10-12 

17-22 

28                           1          38- 

B.  vulfiratuB 

+ 
0 

4 

+ 
0 

+ 

0 

0 

0 

Contaminated;  had  a  pellicle 

0 

B.  vulgaris 

0 

Ps.  fluorescens 

Ps.  putida 

0 

+ 

-h  means  that  the  streak  was  visible. 
+-f  means  that  the  streak  was  distinctly  visible. 
0  means  that  the  streak  was  not  visible. 
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From  these  results  it  would  appear  that  the  temperature  vari- 
ations do  not  have  any  appreciable  effect,  as  measured  by  the 
means  at  command ;  that  the  tem|)eratures  which  permit  growth 
also  permit  the  production  of  the  antagonistic  substances. 

ACTIVITY    OF   ANTAGONISTIC   SUBSTANCES   AT    DIFPERENT 
TEMPERATURES. 

The  germs  here  were  allowed  to  grow  under  as  nearly  as 
ix)ssible  optimum  conditions,  and  when  they  had  had  the  oppor- 
tunity to  develop  their  by-products,  the  broth  cultures  were  divided 
and  a  portion  of  each  put  at  the  different  temperatures.  At  this 
time  an  agar  block,  seeded  with  the  typhoid  germ,  was  placed  in 
each,  and  they  were  allowed  to  remain  six  days  at  the  diflFerent 
temperatures.     The  results  were  as  follows: 

TABLE  XXIII. 
Activity  of  Antagonistic  Substances  at  Difpkrknt  Temperatures. 


Oroanihm 

Tempebatcrbs 

10-12 

17-22 

28- 

38- 

B  viilfiratus 

++ 
++ 

- 

-+ 

h 

+ 

0 
0 

+ 

0 

B.  vulgaris 

0 

Ps.  fluorescens 

0 

"Ph  Dutida 

0 

f  +    means  sliffht  growth. 
-f    means  that  thn  streak  was  visible. 
0    means  that  the  streak  was  not  visible. 

This  indicates  that  the  action  of  these  antagonistic  substances 
varies  somewhat  with  the  temperatures,  that  at  high  temperatures 
— that  of  the  body — the  action  is  most  pronounced,  and  that  at  the 
temperature  of  the  ice-chest  it  is  so  delayed  that  B.  typhosus 
has  an  opiK)rtunity  to  develop.  This  appears  to  be  a  point  of 
great  interest,  and  offers  at  least  a  partial  explanation  of  the 
singular  fact  that  water  supplies  which  become  contaminated  in 
cold  weather  retain  their  power  of  producing  infection  for  a 
much  longer  time  than  when  the  contamination  occurs  in  warm 
weather. 
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heat  stability  of  antagonistic  substances. 
The  attempt  to  determine  the  temperature  which  was  destructive 
to  these  substances  was  made  as  follows: 

A  large  flask  of  broth  was  seeded  with  the  Ps.  fluorescens  and  kept  at 
28°  for  about  two  weeks.  From  this  flask  a  number  of  sterile  test-tubes  were 
filled  and  heated  at  various  temperatures-^%  55%  00%  65%  70%  75%  80%  and 
100°— for  ten  minutes.  These  tubes  then  had  placed  in  each  an  agar  block 
seeded  with  B.  typhosus.  They  then  were  incu  bated  at  38  <>.  The  typhoid  germ 
failed  to  develop  in  any,  although  it  grew  well  in  a  tube  of  sterile  broth 
need  as  a  control. 

Agar  tubes  were  then  melted,  cooled,  seeded  with  Ps.  fluorescens,  and 
allowed  to  grow  as  shake  cultures  for  a  week.  They  were  then  heated  in  the 
autoclave  at  120°  for  ten  minutes.  The  melted  culture  was  then  allowed  to 
solidify  in  a  sloping  position,  and  later  streaks  of  B.  typhosus  were  made 
and  the  cultures  incubated  at  38°.  The  typhoid  streak  did  not  develop, 
showing  that  the  restraining  substance  had  not  been  destroyed. 

The  above  experiments  show  that  these  antagonistic  substances 
are  thermo-stable,  being  able  to  withstand  the  action  of  120°  C 
for  ten  minutes  at  least ;  and  in  this  connection  it  is  interesting  to 
note  that  Abbott  and  Gildersleeve**  have  recently  shown  that  the 
by-products  of  some  of  the  common  bacteria  may  be  heated  to 
100°  C.  for  fifteen  to"  thirty  minutes  without  changing  their 
hemolytic  activities. 

INFLUENCE  OF  DEXTROSE  IN  THE  MEDIUM. 

Double  plates  were  made,  and  the  organism  whose  antagonistic 
properties  was  to  be  tested  was  seeded  on  one  half  in  ordinary 
nutrient  media,  made  from  extract  of  beef,  and  therefore,  practi- 
cally sugar  free.  In  some  cases  sugar-free  agar  was  used,  made 
according  to  Smith's  well-known  directions.  On  the  other  half 
the  organism  was  sown  in  agar  containing  1  per  cent,  of  dextrose. 
A  few  hours  later  the  plates  were  streaked  with  B.  typhosus  and 
incubated  at  28°. 

No  very  definite  results  could  be  obtained  with  any  of  the  above 
organisms,  although  an  organism  that  did  not  antagonize  the 
typhoid  germ  when  grown  on  sugar-free  media  was  strongly 
antagonistic  on  the  dextrose  media. 

A  further  attempt  was  made  to  study  this  with  agar  blocks, 
but  it  was  likewise  impossible  to  determine  any  influence  exerted 
by  the  presence  of  dextrose. 


Digitized  by 


Google 


634 


William  Dodge  Frost 


INFLUENCE   OF   OXYGEN    ON   DEVELOPMENT   OF   ANTAGONISTIC 
SUBSTANCES. 

Double  plates  were  made,  and  one  set  kept  as  usual  in  the  air, 
and  another  in  a  Novy  jar  from  which  the  oxygen  was  absorbed 
by  the  use  of  an  alkaline  pyrogallic  acid  solution.  Growth  in  the 
absence  of  oxygen  did  not  seem  to  aflFect  in  any  way  the  develop- 
ment of  the  antagonistic  substances,  which  were  apparently  as 
strong  under  one  condition  as  the  other. 

INFLUENCE   OF    REACTION   OF    MEDIUM   ON   THE   DEVELOPMENT 
OF   ANTAGONISM. 

To  test  this  the  different  bacteria  were  grown  in  broth  to 
which  varying  amounts  of  normal  acid  and  alkali  had  been  added. 
The  amount  is  indicated  in  the  Puller  scale.  After  the  cultures 
had  been  incubated  several  days,  agar  blocks  seeded  with  B. 
typhosus  were  added,  and  the  following  results  obtained : 

TABLE  XXIV. 
Influence  op  Reaction  op  Medium  on  Antagonism. 


Reaction  of  Medium  ExproBsed 
in  Per  Cent.  Normal  Solations 


B.  vulgatus 

B.  vulgaris 

Ps.  fluorescens 
Ps.  putida 


+1.5 

0 

'  -1.5 

-8 



0 

0 



— 

0 

0 

— 

— 

0 

0 

0 

— 

+ 

+ 

+ 

—  means  no  growth  of  bacterinm  and  therefore  agar  block  not  added. 
0  means  streak  was  not  visible. 
f  means  that  streak  was  visible,  but  no  growth. 

These  results  would  indicate  that  the  reaction  of  the  culture 
medium  was  not  effective  in  influencing  the  production  or  action 
of  the  antagonistic  substances. 

GENERAL   DISCUSSION   OF    RESULTS. 

In  reviewing  the  behavior  of  these  organisms  under  the  con- 
ditions studied  above,  it  would  seem  that  the  various  agents  have 
little,  if  anything,  to  do  in  influencing  the  development  of  the 
antagonism  which  they  exhibit  for  B.  typhosus. 

Conditions  which  favor  the  growth  of  the  various  bacteria 
undoubtedly  favor  the  development  of  the  antagonistic  properties, 
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in  that  they  hasten  their  production,  but  there  is  no  evidence  at 
hand  to  show  that  these  substances  are  not  produced  whenever  a 
good  growth  occurs. 

While,  then,  the  antagonistic  properties  are  produced  in  all 
well-developed  cultures,  they  do  not  seem  to  be  equally  active 
under  all  conditions,  and  especial  attention  is  called  to  the  fact, 
already  developed,  that  at  low  temperatures  the  antagonism 
exhibited  is  appreciably  less  than  it  is  at  higher  temperatures — 
a  fact  apparently  of  great  hygienic  significance. 

POSSIBLE  EXPLANATIONS  OF  ANTAGONISM. 
THEORY   OF   EXHAUSTION   OP   FOOD    SUPPLY. 

One  of  the  first  theories  advanced  to  explain  the  antagonism 
exerted  by  one  bacterium  for  another  was  that  it  was  due  to  an 
exhaustion  of  the  food  supply.  Olitzky'  controverted  this  and 
presented  the  evidence  that  Micrococcus  aureus  would  grow  on 
media  which  had  supported  a  previous  crop  of  bacteria,  but  which 
would  not  permit  the  growth  of  B.  typhosus.  The  following 
experiment  also  clearly  demonstrates  that  the  food-exhaustion 
theory  is  not  a  sufficient  explanation.  Ps.  fluorescens  was  grown 
in  broth  for  some  days,  and  then  the  culture  was  pasteurized,  and 
part  of  it  was  placed  in  a  sterile  test-tube,  and  part  in  an  equal 
quantity  of  sterile  broth.  To  each  test-tube  was  then  added  an 
agar  block  of  B.  typhosus.  B.  typhosus  failed  to  grow  in  either, 
although  it  grew  well  in  a  control  tube  of  sterile  broth,  thus  show- 
ing that  growth  is  prevented  in  the  presence  of  abundant  food 
material. 

THEORY    OF    ENZYME    ACTION. 

The  theory  that  the  antagonistic  action  is  due  to  an  enzyme 
is  one  that  is  frequently  held.  This,  of  course,  could  not  be  the 
explanation  in  all  cases,  because  organisms,  as  Ps.  putida,  which 
do  not  produce  enzymes,  exert  an  antagonistic  action.  In  the  case 
of  liquefiers,  however,  it  might  be  explained  in  this  way. 

Houston,"  in  discussing  the  survival  of  pathogenic  organisms 
after  passing  through  bacterial  filter  beds,  says: 

....  thirdly,  that  the  balance  of  evidence  points  to  the  probability  that 
some,  at  all  events,  of  the  pathogenic  organisms  are  crowded  out  in  the 
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struggle  for  existence  in  a  nutritive  medium  containing  a  mixed  bacterial 
flora,  their  vitality  being  weakened  or  destroyed  by  the  enzymes  of  Sapro- 
phytic Species. 

It  seems  very  doubtful  if  this  antagonism  is  due  to  enzymes. 

The  commercial  enzymes,  in  powdered  form  were  tested  on 
B.  typhosus  by  means  of  the  double-plate  method,  and  in  no 
ease  was  there  a  definite  antagonistic  action  observed.  The 
enzymes  tested  were  Taka  diastase,  pepsin,  trypsin,  and  pancreatin. 

Nor  would  it  be  possible  to  explain  the  antagonistic  action 
observed  in  the  case  of  the  collodion  sacs  on  this  theory,  since  the 
enzymes  are  colloidal  in  nature,  and  they  do  not  pass  through  the 
collodion  film,  as  the  following  experiment  shows: 

A  collodion  sac  was  prepared  in  the  usual  way,  and  sterilized 
in  a  flask  of  gelatin  instead  of  broth,  so  that  when  the  gelatin 
had  hardened  the  sac  was  imbedded  in  it.  The  sac  was  then 
inoculated  with  a  liquefying  organism  (Pseudomonas  aeruginosa) 
and  allowed  to  stand  for  some  time.  This  finally  amounted  to 
about  six  months.  During  this  time  there  was  abundant  growth 
in  the  sac,  but  no  eflpect  on  the  gelatin  outside.  To  show  that  the 
culture  had  not  lost  its  power  to  produce  an  enzyme,  or  had  not 
become  otherwise  modified,  some  of  the  culture  was  introduced 
into  an  ordinary  gelatin  tube,  where  it  produced  the  ordinary, 
characteristic  changes,  and  then  the  gelatin  outside  of  the  sac 
was  inoculated  by  rupturing  the  sac,  when  there  took  place  the 
rapid  liquefaction  of  the  gelatin  in  the  flask.  It,  therefore,  seems 
quite  certain  that  the  enzymes  cannot  pass  through  the  collodion 
sac,  and  so  are  not  capable  of  explaining  the  action. 

It  is  further  shown  by  the  followimg  experiment  that  the 
antagonistic  action  in  the  case  of  Ps.  fluorescens,  at  least,  cannot 
be  due  to  the  enzymes  produced. 

It  will  be  recalled  that  this  substance  is  thermo-stable,  but  it 
can  be  readily  shown  that  the  proteolytic  action  of  the  products  of 
this  germ,  as  tested  by  means  of  milk-agar  blocks,  is  largely,  if 
not  completely,*  destroyed  by  an  exposure  to  75°  C.  for  ten 
minutes.  This  seems  suflBicient  proof  that  the  substance  is  not 
identical  with  the  proteolytic  enzyme  produced  by  this  organism. 

*  In  this  connection  it  is  worthy  of  note  that  these  results  do  not  a^rree  with  those  of 
Abbott  and  Gildersleeve.  lo 
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theory  of  specific  poisons. 
Newman,"  in  his  book  on  bacteria,  says: 

In  several  of  the  most  recent  of  the  admirable  reports  of  Sir  Richard  Thorne, 
issued  from  the  medical  department  of  the  Local  Government  Board,  we  have 
the  record  of  a  series  of  experiments  performed  by  Dr.  Klein  into  this  question 
of  the  antagonism  of  microbes.  From  this  work  it  is  clearly  demonstrated 
that  whatever  opposition  one  species  affords  to  another  it  is  able  to  exercise 
by  means  of  its  poisonous  properties.  These  are  of  two  kinds.  There  is,  as  is 
now  widely  known,  the  poisonous  product  named  the  toxin.  There  is  also  in 
many  species,  as  Dr.  Klein  has  pointed  out,  a  poisonous  constituent  or  con- 
stituents included  in  the  body  protoplasm  of  the  bacillus,  and  which  he 
therefore  terms  the  intracellular  poison.  Now,  whilst  the  former  is  different 
in  every  species,  the  latter  may  be  a  property  common  to  several  species. 
Hence  those  having  a  similar  intracellular  poison  are  antagonistic  to  each 
other,  each  member  of  such  a  group  being  unable  to  live  in  an  environment 
of  its  own  intracellular  poison.* 

While  this  explanation  is  an  attractive  one,  it  does  not  seem 
to  satisfy  the  conditions.  In  the  first  place,  if  the  poisonous 
substances  were  intracellular,  one  would  expect  them  to  be  colloidal. 
These  are  not,  since  they  diffuse  through  the  collodium  film. 
Again,  these  intracellular  poisons  are  probably  of  the  nature  of 
proteid  compounds  and  thermo-labile.  The  poisonous  substances 
here  have  been  found  to  be  thermo-stable.  And,  finally,  if  the 
antagonism  is  due  to  similar  intracellular  poisons,  one  would 
expect  that  the  poison  of  the  typhoid  germs  would  be  quite  as 
antagonistic  for  itself  as  other  intracellular  poisons  are  for  it. 
This  is  not  true.  The  typhoid  germ  will  grow  on  itself,  to  a 
somewhat  limited  extent,  to  be  sure,  but  in  striking  contrast  to 
the  condition  of  affairs  in  the  other  cases. 

THEORY  OP  ACID  AND  ALKALI  PRODUCTION. 

It  has  further  been  suggested  that  the  antagonistic  action  is 
due  to  changes  in  the  reaction  of  the  culture  medium.  Sirotinin" 
suggested  this,  and  claimed  that  by  neutralizing  the  medium  on 
which  the  organism  was  grown  the  inhibiting  influence  was 
destroyed.  This  explanation  was  rejected  by  Olitzky  •  in  the  study 
of  Ps.  fluorescens,  and  later  by  Horrocks,'  who  took  gelatin  slopes 
from  which  the  growth  of  Ps.  fluorescens  had  been  removed,  melted 

*P.  34.  Unfortanately  the  copies  of  the  Local  Goyernment  Board  Report  containing 
this  have  not  been  available  to  me,  and  I  have  been  unable  to  determine  on  what  experi- 
mental evidence  Dr.  Klein  bases  this  explanation. 
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them  up,  and  neutralized  the  gelatin  without  favoring  the  subse- 
quent growth  of  B.  typhosus. 

In  this  work  it  has  been  found  that  all  of  the  mixtures  in 
which  the  collodion  sac  were  used  were  strongly  alkaline,  varying 
from  — 0.7  to  — 1.2  (Fuller's  sc^le);  i.  e.,  they  required  from 
0.7  to  1.2  C.C.  n/20  HCl  to  neutralize  5  c.c.  of  the  culture 
medium.  That  this  alkalinity,  as  hydroxyl  ions,  would  not  in 
itself  account  for  the  death  of  B.  typhosus  seems  certain,  since  it 
has  been  found  repeatedly  that  the  typhoid  germ  can  grow 
luxuriantly  where  sodium  hydrate  (NaOH)  is  present  so  as  to  give 
a  reaction  of  —1.5.  All  of  the  micro-organisms  which  have  been 
found  to  antagonize  B.  typhosus  are  strong  alkali  producers, 
but  in  no  case  do  they  produce  a  greater  quantity  of  alkali  than  that 
which  corresponds  to  15  c.c.  of  normal  sodium  hydrate  per  liter  of 
medium,  and,  as  stated  above,  this  degree  of*alkalinity  permits 
the  ready  growth  of  B.  typhosus,  so  that  it  seems  evident  that 
it  is  not  simply  the  alkalinity  of  the  medium  which  produces  the 
antagonism  in  the  case  studied  here. 

GENERAL  CONCLUSIONS. 

The  most  important  of  the  conclusions  which  have  been 
reached  as  the  result  of  this  study  may  be  summarized  as  follows: 

1.  There  is  a  marked  antagonism  exerted  by  mixed  cultures  of 
bacteria  obtained  from  the  soil  and  water  on  B.  typhosus  when  the 
same  are  grown  in  broth  and  a  collodion  sac  containing  the 
typhoid  germ  is  immersed  therein. 

2.  This  antagonism,  results  in  not  merely  checking  the  growth, 
but  in  actually  killing  the  typhoid  germs.  In  many  cases  the 
killing  oflP  amounts  to  extinction. 

3.  The  death-rate  of  B.  typhosus  is  more  or  less  rapid,  depend- 
ing on  the  period  of  preliminary  cultivation  of  the  antibionts. 

4.  There  is  no  evidence  to  show  that  the  antagonistic  sub- 
stances exist  ready-formed  in  the  soil  or  water,  but  rather  that 
the  antagonism  depends  on  the  rapid  development  of  the  germs 
in  the  immediate  presence  of  B.  typhosus. 

5.  These  antagonistic  bacteria  are  widely  distributed  in  nature, 
being  present  in  various  types  of  soils  and  waters. 
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6.  An  antagonism  has  been  definitely  associated  with  several 
different  species  of  bacteria,  viz.,  B.  vulgatus,  B.  vulgaris,  Ps. 
fluorescens,  and  Ps.  putida.  Of  these  the  first-named  is  assigned 
this  r6le  for  the  first  time;  the  second  has  been  suspected  of 
producing  an  antagonism ;  while  the  third  and  fourth  have  been 
associated  with  this  phenomenon  by  previous  observers. 

7.  Changes  in  the  environment  of  these  organisms,  such  as 
temperature,  oxygen  supply,  reaction  of  medium,  amount  of  dex- 
trose, etc.,  seem  to  have  little  or  no  influence  on  the  production 
of  the  antagonistic  substances.  In  other  words,  whenever  the 
environment  is  such  that  a  good  growth  of  the  organisms  occurs, 
the  antagonistic  substances  are  apparently  always  produced. 

8.  The  energy  with  which  the  antagonistic  substances  act 
depends  on  the  temperature.  At  38°  C.  the  action  is  very  pro- 
nounced. At  the  temperature  of  the  ice-chest  (10-12^)  the 
typhoid  germ  may  grow  in  the  by-products  of  the  other  germs, 
which  at  higher  temperatures  are  quickly  fatal. 

9.  The  antagonistic  substances  are  thermo-stable,  being  able  to 
withstand  a  temperature  of  120°  C.  for  at  least  ten  minutes. 

10.  The  cause  of  the  antagonism  is  not  due,  in  the  cases 
studied,  to  the  exhaustion  of  the  food  supply,  the  action  of  pro- 
teolytic enzymes,  specific  poisons,  or  the  production  of  hydroxyl 
ions  simply. 

11.  This  antagonistic  action  is  not  due  to  any  peculiarity  of  a 

single  typhoid  culture,  but  is  equally  noticeable  in  at  least  three 

different  strains. 
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EXPLANATION  OP  PLATE  XVIII. 

Pig.  1. — Doubl(;-plate  method  of  studying  antagonism.  The  Petri  dish  is 
divided  into  two  halves  by  means  of  a  small  glass  tube  which  is  sealed  to  the 
dish  with  collodion.  In  one  half  is  poured  sterile  agar,  and  into  the  other 
half  agar  thickly  seeded  with  the  antibiont.  After  this  has  been  incubated 
for  some  time,  in  this  case  forty -eight  hours,  streaks  of  the  Bacillus  typhosus 
are  made  across  the  surface  of  the  entire  plate.  The  photograph  is  taken 
forty-eight  hours  later.  There  is  practically  no  growth  of  B.  t)  phosus  on  the 
infected  parts  of  the  plates.  A  is  Bacillus  vulgatus;  B  is  Bacillus  vulgaris; 
C  is  Pseudomonas  fluorescens :  and  D  is  Pseudomonas  putida. 

Pig.  2. — Agar-block  method  of  illustrating  antagonism.  A,  sterile  bouillon 
showing  typhoid  streak,  one  month  old ;  B,  heated  culture  of  Pseudomonas 
fluorescens,  no  growth,  same  age  as  ^;  C,  sterile  bouillon  one  week  old 
growth ;  D,  Bacillus  vulgatus ;  E,  Bacillus  vulgaris ;  F,  Pseudomonas  fluores- 
cens ;  O  Pseudomonas  putida,  showing  slight  growth.  Cultures  a  week  old 
when  not  otherwise  stated. 
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INTRODUCTION. 

The  writers  of  this  paper  were  requested  by  the  Sanitary 
District  of  Chicago,  in  the  fall  of  1903,  to  conduct  some  experi- 
ments upon  the  life  of  the  typhoid  bacillus  in  the  waters  of  Lake 
Michigan,  the  Chicago  Drainage  Canal,  and  the  Illinois  River. 
The  purpose  of  these  ex|)eriments  was  to  shed  light  ui)on  the 
question  as  to  whether  the  typhoid  bacillus  could  survive  the  pas- 
sage from  the  Chicago  Drainage  Canal  to  the  mouth  of  the  Illinois 
River,  under  the  conditions  obtaining  in  the  latter  stream.  The 
particular  circumstances  leading  to  this  inquiry  have  been  fully 
set  forth  by  one  of  us  elsewhere^  and  need  not  be  here  rehearsed. 

Previous  experiments  that  have  been  made  to  determine  the 
longevity  of  the  typhoid  bacillus  in  water  have  been  conducted, 
for  the  most  part,  if  not  wholly,  in  glass  vessels  in  a  laboratory,  and 
have  been  carried  on  under  such  varied  conditions  of  temperature, 
character  of  water,  and  number  and  age  of  bacteria  introduced, 
that  widely  divergent  conclusions  have  been  reached  by  ditferent 
observers.  From  these  experiments,  however,  substantial  accord 
has  resulted  on  two  points:  first,  that  typhoid  bacilli  die  out  more 

'Received  for  publication  May  10, 1904. 
1  Jordan,  Jour.  Exper.  Med.,  1901,  5,  p.  271. 
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rapidly  in  unsterilized  water  than  in  the  same  water  sterilized  by 
heat ;  second,  that  when  typhoid  bacilli  are  introduced  into  unsteril- 
ized water  containing  little  organic  matter,  their  longevity  is  more 
prolonged  than  in  water  charged  with  considerable  organic  matter.' 
As  regards  application  of  results  hitherto  obtained  to  particular 
cases  the  available  evidence  appears  to  indicate  that  the  conditions 
of  laboratory  experiments  are  so  far  removed  from  the  conditions 
found  in  nature  as  to  afford  conclusions  of  doubtful  value, 
Es|)ecially  in  experimental  work  designed  to  test  the  so-called 
self-purification  of  streams  it  would  seem  desirable  to  conform  to 
natural  conditions,  so  far  as  practicable,  in  order  to  secure  any 
very  cogent  evidence. 

Division  of  the  work.  -The  work  at  the  several  stations  selected  for 
observation  was  definitely  assigned  to  individuals  who  were  responsible  for 
the  carrying  out  of  details.  In  this  way  practically  three  independent  experi- 
ments were  executed  simultaneously  with  the  same  strains  of  typhoid  cultures. 
The  details  of  the  work  were  varied  somewhat,  yet  the  methods  pursued  were 
essentially  the  same  in  all  cases. 

The  proximity  of  four  of  the  experiment  stations  to  Chicago  rendered  it 
possible  to  conduct  the  work  in  the  laboratories  of  the  Northwestern  Univer- 
sity and  the  University  of  Chicago.  Acknowledgment  is  made  in  this  con- 
nection of  the  services  of  those  who  have  been  engaged  in  various  parts  of  the 
investigation. 

Experiments  upon  Lake  Michigan  and  Chicago  River  water  were  carried 
out  by  Professor  F.  R.  Zeit,  with  the  co-operation  of  Dr.  V.  H.  Bassett.  Dr. 
Bassett  also  added  some  independent  experiments  on  the  longevity  of  the 
dysentery  bacillus,  which  are  incorporated  in  this  paper. 

Experiments  on  the  Drainage  Canal  at  its  upper  (Robey  Street)  and  lower 
(Lockport)  ends  were  conducted  by  Professor  E.  O.  Jordan,  with  the  assist- 
ance of  Dr.  Norman  MacLeod  Harris,  Dr.  Ernest  E.  Irons,  and  Miss  Mary 
C.  Lincoln.  We  are  especially  indebted  to  Dr.  Harris  for  the  preparation  and 
testing  of  the  special  culture  media  used  in  the  work  of  isolation.  A  special 
report  by  him  on  the  comparative  value  of  the  media  will  follow  in  a  later 
number  of  this  Journal. 

The  studies  on  the  Illinois  River,  under  the  direction  of  Professor  H.  L. 
Russell,  were  carried  out  in  the  biological  laboratory  of  the  Bradley  Polytech- 
nic Institute  at  Peoria,  111.,  the  facilities  of  which  were  kindly  placed  at  our 
disposal  by  Professor  Wales  M.  Packard.  The  work  of  securing  the 
samples  aud  the  isolation  of  presumptive  typhoid  colonies  was  done  by  Mr. 
E.  G.  Hastings.  The  cultures  were  then  sent  to  the  University  of  Wisconsin 
at  Madison,  where  they  were  subjected  to  further  study  and  identification  by 
Professor  Russell,  who  was  assisted  in  this  work  by  Professor  W.  D.  Frost 
and  G.  J.  Marquette. 

I  E.  g.,  Frankland,  Ztschr.f.  Hyg..  1895,  p.  19,  3J3. 
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TECHNIQUE. 
Isolation  of  cultures. — It  was  considered  important  to  employ 
freshly  isolated  typhoid  cultures  in  the  experiments,  since  one  of 
the  writers*  had  shown  that  a  difference  exists,  as  regards  lon- 
gevity in  water,  between  freshly  isolated  strains  and  those  kept 
vmder  cultivation  for  some  time.  Three  cultures,  designated 
respectively  as  B.  typhosus  "x,"  "y,"  and  "z,"  were  accordingly 
procured  for  the  purpose. 

B,  typhosus  X  was  isolated  on  September  22, 1903,  from  the  blood  of  a 
typhoid  fever  patient.  The  symptomatology  of  this  case  was  typical,  and  the 
bacillus  was  obtained  in  pure  culture  from  the  blood.  The  case  terminated 
fatally,  and  the  autopsy  showed  the  characteristic  lesions. 

B,  typhosus  y  was  isolated  October  1, 1903,  from  the  urine  of  a  typhoid 
fever  patient,  showing  typical  symptoms,  and  responding  positively  on  the 
tenth  day  of  the  disease  to  the  agglutination  test.  This  bacillus  was  used  in  pure 
culture  for  some  inoculations,  and  the  urine  of  this  patient,  containing  typhoid 
bacilli,  was  also  used  for  direct  inoculation  into  some  of  the  sacs. 

B.  typhosus  z  was  isolated  September  28, 1903,  from  the  feces  of  a  typhoid 
fever  patient.    The  case  was  perfectly  typical  and  terminated  fatally. 

These  three  strains  were  critically  examined  as  regards  all  of 
their  biological  characters,  and  proved  to  be  thoroughly  typical 
cultures  of  the  typhoid  bacillus.  All  three  agglutinated  in  high 
dilutions  (1:1,000)  with  the  serum  of  a  rabbit  immunized  with 
the  University  of  Chicago  laboratory  stock  culture  of  B.  typhosus." 

The  use  of  these  newly  isolated  strains,  and  their  introduction, 
both  directly  and  in  the  urine  of  the  typhoid  fever  patient,  into 
the  waters  studied,  was  thought  to  aiford  a  reasonably  close 
approximation  to  natural  conditions. 

Method  of  exposimj  bacilli  to  canal  and  river  waters, — The 
organisms  in  a  flowing  stream  are  subjected  to  a  more  or  less  chan- 
ging environment, varying  according  to  local  circumstances;  hence, 
if  natural  conditions  were  to  be  precisely  imitated,  it  would  be  neces- 
sary to  subject  the  bacteria  to  these  changing  conditions.  Mani- 
festly such  a  course  as  this  would  be  difficult  to  carry  into  eifect, 
but  the  difficulty  may  be  partly  overcome  by  selecting  for  experi- 

1  Jordan,  Med.  News,  Sept.  28, 1895. 

2These  freshly  isolated  cultures  did  not,  however,  agglutinate  in  as  hi^h  dilutions  as 
typhoid  strains  that  had  been  under  cultivation  in  this  laboratory  for  some  months  or 
years.  These  latter  agglutinated  in  dilutions  of  about  1:10,000  with  this  same  serum. — 
E.  O.  J. 
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mentation  different  points  along  a  stream,  choosing  these  so  as  to 
represent  wide  ranges  in  conditions.  In  the  present  case  a  great 
difference  in  conditions  exists  between  the  highly  polluted  Chicago 
River  or  the  upper  portion  of  the  Drainage  Canal,  and  the  purified 
water  in  the  lower  stretches  of  the  Illinois  River.  Accordingly 
the  following  stations  were  selected  for  experiment: 

TABLE  I. 


No. 


1 

2 
3 
4 

5 


Station 


Distance  from 
Lake  Michigan 


Lake  Michigan  (tap  supply  at  2400  Dearborn 
St.  derived  from  "Four-Mile  Crib ") 

Chicago  River,  Ashland  Ave 

Head  of  Drainage  Canal,  Robey  St.^hicago. . . 

Month  of  Drainage  Canal,  Bear  Trap  Dam, 
Lockport,  111 

Illinois  River,  Avery  ville 


Miles 

0 

6 

34 
125 


Time  of  Flow 


Days 

0 


2 

5-« 


By  exposing  the  several  strains  of  typhoid  organisms  to  these 
various  waters  it  was  thought  that  the  range  in  conditions  would 
be  nearly  as  great  as  would  be  encountered  in  the  natural  passage 
downstream. 

Use  of  j^ermeable  sacs. — The  errors  introduced  by  using  ordi- 
nary glass  containers  in  work  of  this  character  have  been  clearly 
shown  by  Ficker,*  and  again  very  recently  by  Hesse.'  In  our 
experiments  the  attempt  has  been  made  to  exix)se  the  typhoid 
organism  under  as  nearly  natural  conditions  as  possibly,  taking 
into  consideration  the  diflSculties  which  necessarily  obtain  in 
recovering  the  organism  from  the  water.  For  this  purpose  per- 
meable sacs  of  parchment  or  celloidin  were  employed,  which  were 
filled  with  canal  or  river  water  taken  at  the  respective  stations, 
and  then  infected  with  typhoid  bacilli. 

Celloidin  sacs.— Celloidin  capsules  were  tirst  used  in  bacteriolof^ical 
work  by  Morpurgo  and  Tirelli  in  1892'  for  the  cultivation  of  tubercle  bacilli. 
The  method  has  since  been  used  and  perfected  by  various  investigators  with 
more  or  less  success.  Metchnikoff,  Roux,  and  Salimbeni*  used  it  for  their 
studies  of  cholera  toxin ;  Nocard  and  Roux,*  for  their  studies  of  pleuropneu- 
monia in  cattle  ;  and  Nocard,<^  in  his  attempt  to  transform  human  into  avian 
tubercle  bacilli.    McCrae^  in  his  studies  of  agglutination  devised  a  simpler 

1  ZUchr.  f.  Hyg.,  1893,  29,  p.  I.  « Ibid.,  1904,  46,  p.  1. 

3  Archives  ital.  de  Biol.,  1892, 18,  p.  187.  *  Ann,  de  I'Intt,  Past.,  1896, 10,  p.  257. 

&  Ibid.,  1898,  12,  p.  270.  »  ibid.,  1896, 12,  p.  561. 

TJour.  Exper.  Med.,  1901,  5,  p.  6.35. 
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and  more  practical  method,  which  was  still  further  perfected  by  Harris.' 

The  successful  use  of  celloidin  sacs  in  bacteriology  by  these  investigators 
led  one  of  us  (P.  R.  Z.)  to  employ  Harris's  method  in  these  experiments. 

The  sac  became  somewhat  brittle  and  less  flexible  after  about  ten  days' 
exposure  in  the  water.  Breaks  occurred  but  rarely,  and  then  only  at  the 
joint  of  the  glass  tube  and  sac,  or  along  the  middle  of  the  sac,  where  the 
original  joint  of  the  gelatin  capsule  had  been.  In  the  river  the  sacs  became 
coated  with  a  slimy  deposit  in  about  five  days,  but  the  integrity  of  the  sac 
was  not  affected  by  it  for  several  weeks. 

These  celloidin  sacs  and  their  contents  were  suspended  in  running  tap 
water  (Lake  Michigan  water)  in  a  large  glass  receptacle  containing  six  liters 
of  water,  one  liter  of  which  was  replaced  every  one  or  two  minutes.  The 
glass  tubes  were  cotton -stoppered,  and  held  by  burette  clamps  so  that  the 
sacs  and  the  lower  portion  of  the  glass  tubes  were  submerged. 

The  celloidin  sacs  used  in  the  Chicago  River  were  sealed  and  immersed 
in  the  water.  They  were  protected  from  floating  debris  by  being  inclosed  in 
a  box,  to  which  the  water  had  free  access. 

The  sacs  were  tested  by  submerging  them  in  water,  blowing  into  the 
glass  tubes,  and  looking  for  air  bubbles.  If  no  air  bubbles  were  detected, 
they  were  filled  with  a  watery  solution  of  egg  albumin  and  suspended  in  a 
small  jar  containing  water  for  twenty-four  to  forty-eight  hours.  The  outside 
water  was  tested  for  albumin.  After  the  integrity  of  the  sacs  was  established 
by  these  two  tests,  their  osmotic  property  was  tested  by  solutions  of  salt  and 
sulphate  of  magnesia. 

For  the  collection  of  samples  of  river  water  it  was  found  necessary  to 
bring  one  entire  sac  to  the  laboratory  daily.  In  the  case  of  the  Lake  Michi- 
gan tap  water,  we  were  able,  due  to  the  conveniences  of  conducting  the  experi- 
ments in  the  laboratory,  to  take  out  small  portions  by  means  of  a  sterile 
capillary  pipette. 

Although  the  method  of  using  permeable  sacs  made  of  cel- 
loidin has  been  employed  for  several  years,  so  far  as  we  are  aware 
this  technical  method  has  not  before  been  applied  to  a  study  of 
the  present  character.  In  addition  to  using  celloidin  sacs,  another 
method  was  practiced  in  which  the  typhoid  cultures  were  exposed 
in  sacs  made  of  vegetable  parchment,  such  as  are  commonly 
employed  in  laboratories  for  dialyzing  work.  This  method  has 
been  previously  used  by  one'  of  us,*  with  success,  in  studying  the 
influence  of  tertain  environmental  factors  on  growth  of  milk 
bactena. 

Dialysis  occurs  more  or  less  rapidly  in  such  sacs,  and  therefore 
any  disturbance  in  equilibrium  is  quickly  restored  by  osmosis. 
Dialyzable  substances  in  the  water,  either  inside  or  outside  of  the 

1  Bull.  Johns  Hopkins  Hoep.y  190S,  13,  p.  U2. 

i  Russell,  Eighteenth  Report^  Wis.  Agr'l.  Exper.  Sta.,  1901,  p.  165. 
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sac,  would  therefore  be  able  to  pass  in  or  out.  If  the  water  out- 
side of  the  sac  was  rich  in  organic  matter  and  bacteria,  and  con- 
sequently contained  a  large  amount  of  soluble  products  formed  by 
these  organisms,  the  osmotic  pressure  might  result  in  an  inflow 
that  would  continue  until  equilibrium  was  established.  On  the 
other  hand,  if  abundant  growth  occurred  in  the  sac,  such  as  is 
usually  observed  when  a  small  quantity  of  water  is  confined  in  a 
glass  bottle,  the  eflfect  of  this  excessive  growth  might  be  dimin- 
ished by  the  outflow  of  such  soluble  growth  products.  By 
establishing  such  a  state  of  equilibrium  it  would  seem  that  the 
conditions  within  the  sac  must  approach  much  more  nearly  to 
those  which  obtain  in  the  flowing  stream  than  would  be  possible 
where  diffusion  or  osmosis  is  excluded. 

Parchment  sacs.— The  parchment  used  in  this  work  is  purchased  in  the 
form  of  long  tubes  with  a  diameter  of  about  2.5  inches.  This  tubing  was  cut 
into  lengths  so  that  each  sac  would  hold  from  200  to  700  c.c.  of  liquid.  In  the 
experiments  in  the  Illinois  River  at  Averyville  (H.  L.  R.)  the  sacs  were  made 
by  folding  about  6  inches  of  the  tubing  back  and  forth  on  itself,  making  at 
least  eight  thicknesses,  which  was  then  clamped  tightly  with  strong  clamps. 
In  the  Averyville  experiments  both  ends  of  the  sacs  were  closed. 

In  the  experiments  in  the  Drainage  Canal  (E.O.J.)  the  tubes  were  closed 
at  one  end  by  folding  a  number  of  times  and  then  sealing  tightly  with  a 
mixture  of  resin  and  tallow  (8 : 1).  The  upper  end  of  the  sac  was  fastened  to 
a  piece  of  glass  tubing  %  inches  in  diameter  and  6  inches  long,  the  lower  end 
of  which  was  drawn  out  so  that  a  firm  union  was  made  with  the  parchment 
by  binding  the  moistened  parchment  around  the  tube  at  the  point  of 
constriction.  The  lower  end  of  the  parchment  section  of  the  tube  (22  inches 
long)  was  sealed  by  turning  up  the  end  {1^{  inches),  rolling  it  tightly  and 
wrapping  with  thread.  Both  the  upper  and  lower  joints  were  saturated  with 
a  mixture  of  resin  and  tallow.  The  capacity  of  the  completed  tube  was 
700  c.c.  After  about  three  or  four  days  in  the  water,  the  sacs  became 
coated  with  a  dark,  slimy,  later  shaggy,  material,  which  on  microscopic 
examination  was  seen  to  consist  of  a  species  of  bryozoa.  The  same  growth  is 
found  on  all  submerged  planks  and  debris  in  the  vicinity.  This  growth  was 
most  marked  at  Robey  Street  (upper  end  of -Drainage  Canal),  but  was  seen  to 
a  less  degree  at  Lockport  (lower  end).  » 

The  sacs  exposed  in  the  Illinois  River  at  Averyville  began  to  show  small 
circular  i*pots  on  the  outside  after  they  had  been  in  place  four  or  five  days. 
These  areas  gradually  increased  in  size  for  a  time,  but  never  became  con- 
fluent. An  examination  showed  the  hyphal  filaments  of  a  pinkish  fungus. 
In  the  course  of  about  two  weeks  the  portions  of  the  parchment  sac  affected 
in  this  way  softened  under  the  development  of  cytolytic  enzymes,  so  that  the 
sacs  were  quite  readily  ruptured.    After  losing  several  sacs  in  this  way  in  the 
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course  of  eleven  or  twelve  days,  the  contents  of  the  remaining  sacs  were 
transferred  to  new  tubes  after  they  had  been  immersed  about  a  week. 

When  properly  prepared,  this  parchment  tubing  is  firm  and  tough,  and 
capable  of  withstanding  considerable  rough  treatment.  Care  must  be  taken, 
however,  in  selecting  the  sacs,  as  they  are  frequently  defective  along  the 
seams.  The  sacs  were  first  tested  by  filling  and  suspending  in  air,  rejecting 
any  which  showed  any  signs  of  leakage.  Their  integrity  was  also  tested  in 
the  following  way :  Sacs  were  filled  with  water,  then  immersed  in  cylinders 
filled  with  water,  after  which  the  whole  apparatus  was  sterilized  in  the  auto- 
clave. In  some  cases  the  outside  water  was  inoculated  with  typhoid  bacilli, 
and  in  others  the  infection  was  made  on  the  inside  of  the  parchment  sacs. 

In  carrying  out  the  experiments  in  the  water  of  the  Drainage  Canal,  the 
parchment  sacs  were  suspended  within  a  frame  covered  with  wire  screen. 
This  fr^me  was  made  of  pine  strips  and  was  four  feet  long,  three  feet  wide, 
and  three  and  one-half  feet  deep.  The  bottom,  top,  and  lower  five  sixths  of 
the  sides  and  ends  were  covered  with  wire  screen ;  the  upper  six  inches  of  the 
sides  and  ends  of  the  box,  and  the  sides  and  ends  of  the  cover,  which  were  six 
inches  deep,  were  made  of  one-inch  pine  fencing.  The  top  opened  on  hinges, 
and  was  fastened  in  place  by  hasp  and  padlock.  The  box,  as  a  whole,  was  so 
placed  that  it  floated  with  the  water-level  at  about  the  lower  margin  of  the 
upper  solid  half  of  the  body.  The  part  above  water  was  thus  of  boards  and 
served  to  protect  the  contents  from  waves  made  by  passing  vessels  or  by 
high  winds. 

Within  the  box  were  several  cross  strips  about  one  inch  above  the  water- 
level,  in  which,  at  intervals  of  about  two  inches,  slots  were  cut  to  receive  the 
glass  ends  of  the  tubes.  Opposite  each  slot  was  a  staple  through  which  was 
passed  a  cord  attached  to  the  sac  to  hold  it  securely  in  place.  To  guard 
further  against  the  tipping  of  the  sacs,  small  strips  were  fastened  across  the 
slots  so  as  effectually  to  prevent  accidental  dislodgment.  At  the  lower  end 
of  each  sac  a  small  lead  weight  was  attached  which  kept  the  sac  in  a  vertical 
position  in  the  water.  A  cord  was  also  fastened  to  the  lower  end  by  which 
the  sac  was  brought  to  the  surface  and  its  contents  agitated  at  the  time  of 
taking  samples.  The  sacs  were  open  to  the  air  at  the  upper  end,  through  the 
glass  tube,  allowing  free  interchange  of  air  and  gases.  Owing  to  the  slight 
wave-motion  usually  present,  there  was  a  fairly  constant,  though  slight, 
movement  of  the  body  of  the  sacs. 

Two  points  in  the  Drainage  Canal  Wfere  selected  for  carrying  out  the 
experiment,  one  box  being  placed  in  the  water  at  Robey  Street  near  the 
mouth  of  the  canal,  and  the  other  at  Lockport  near  the  Bear  Trap  Dam, 
twenty-eight  miles  from  Robey  Street.  In  all  the  experiments  the  sacs  were 
filled  with  water  taken  from  the  Drainage  Canal  at  the  point  where  the  experi- 
ment was  being  performed;  and  into  the  sacs  thus  filled  typhoid  bacilli  were 
immediately  introduced.  Several  sacs  were  always  inoculated  at  the  same 
time  and  in  the  same  way,  to  avoid  the  danger  of  a  break  in  the  experiment 
through  possible  mischance. 

Owing  to  the  frequency  of  high  waves  in  the  Illinois  River  at  Averyville, 
it  was  found  necessary  to  &ubmerge  the  sacs  about  six  inches  below  the  sur- 
face of  the  water.    The  sacs  were  placed  in  galvanized  iron  cylinders,  the  top 
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and  bottom  of  which  were  covered  with  a  coarse  wire  nettinf]^,  to  which  the 
sacs  were  firmly  clamped.  The  covers  to  these  cylinders  were  padlocked,  and 
the  whole  apparatus  was  lowered  into  the  river  at  midstream,  just  above  the 
Averyville  wagon  bridge. 

Seeding  the  sacs  with  typhoid  cultures, — The  sacs  were  first 
filled  with  the  respective  waters  taken  from  the  diflferent  stations, 
and  then  seeded  with  homogeneous  suspensions  of  fresh  cultures 
of  the  different  typhoid  strains.  The  range  used  in  the  Lake 
Michigan  and  Chicago  River  experiments  was  from  500  to 
2,000,000  typhoid  bacilli  per  c.c. ;  in  the  Drainage  Canal,  180  to 
857,000  per  c.c. ;  and  in  the  waters  of  the  Illinois  River,  from  540 
to  20,400  per  c.c.  The  data  as  to  the  seeding  are  supplied  in 
more  detail  in  connection  with  the  tfibular  matter  later  presented. 

It  is  important  to  determine  the  absolute  number  of  typhoid 
organisms  exposed  to  the  influence  of  the  river  water,  but  it  is 
perhaps  more  important  to  note  the  relation  that  exists  between 
the  bacteria  normally  present  in  the  various  waters  and  the 
typhoid  bacilli  introduced.  The  extent  of.  typhoid  seeding  should 
therefore  be  studied  from  the  relative  as  well  as  the  absolute 
point  of  view. 

The  sewage-polluted   waters  of   the  Chicago  River  and    the 

Drainage  Canal  contain  a  varying,  but  always  a  large,  number  of 

organisms,  while  the  waters  from  the  Lake  and  the  Illinois  River 

are  relatively  low  in  bacteria.     From  observations  made  on  the 

germ-content  of  the  river  and  canal,  the  following  data  as  to  the 

average  bacterial  content  of  the  water  at  the  different  stations  are 

presented: 

TABLE  II. 

Normal  Bacterial  Content  of  Waters  Taken  at  Different  Stations, 
Compared  with  Typhoid  Seedings. 


Stations 


Lake  Michif?aD 

Chicago  River 

DrainaRO  Canal  (Robey  Street) 
D  rainaffe  Canal  ( Lockport )  — 
Illinois  River  ( Averyvifle) 


Bacteria  pes  Cubic  Centimbtkb 


Water  and  Sewaj^ 
Forms 


68-       2,000 

80,000-1,500,000 

100,000-    400,00(» 

100,000-   400,(K)0 

1.800-       4,000 


Typhoid  Bacilli 
x\dded. 


.540-1,184,000 
r»00-2,000,000 
670-  857,100 
180-  360,000 
540-     20,400 
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It  is  evident  from  the  foregoing  that  the  number  of  typhoid 
bacilli  introduced  into  the  respective  waters  was  usually  a  large 
proportion  of,  and  often  surpassed,  the  number  of  bacteria  of  all 
kinds  naturally  found  in  such  waters. 

Method  of  isolatiyig  the  typhoid  bacilli. — Particular  attention 
was  given  to  the  problem  of  isolating  typhoid  bacilli  in  the  pres- 
ence of  sewage  bacteria.  Many  media  have  been  proposed  for 
this  purpose,  and  a  number  of  the  most  promising  were  tested 
with  a  view  to  possible  utilization. 

One  of  us  (F.  R.  Z.)  made  a  comparative  study  of  the  value  of  the  follow- 
ing methods  for  the  detection  of  small  numbers  of  typhoid  bacilli  in  badly 
polluted  waters,  which  will  be  the  subject  of  a  future  paper: 

1.  Special  culture  methods. 

a)  Drigalski-Conradi  method.^ 

h)  Drigalski-Conradi  agar  plates,  followed  by  subcultures  in   Hiss 
tubes. 

2.  Direct  agglutination  method  for  large  quantities  of  water. 
a)  Hagemann  method.^ 

3.  Enriching  methods  with  agglutination. 

a)  Schepilewsky's  modification  of  Windelbandt's  method.' 
h)  AltschOler's  method.* 

4.  Chemical  precipitation  method  for  large  quantities  of  water. 
a)  SchQder.5 

Of  these  the  Drigalski-Conradi  method,  followed  by  subcultures  in  Hiss 
tubes,  was  used  extensively,  and  gave  excellent  results  where  small  quantities 
of  water  had  to  be  used  for  examination.  Altschtller's  and  SchQder's  methods 
both  proved  highly  efficient  in  the  examination  of  large  quantities  of  water 
for  typhoid  bacilli. 

Thanks  are  due  to  Messrs.  Parke,  Davis  &  Co.,  of  Detroit,  for  kindly  fur- 
nishing us  an  antiserum  of  very  high  agglutinating  power,  together  with 
cultures  of  their  strain  "O"  B.  typhosus,  used  in  immunizing  the  horse  from 
which  this  serum  was  obtained. 

In  the  work  on  the  Drainage  Canal  (E.  O.  J.)  four  media  were  chiefly 
used,  viz.: 

a)  The  medium  of  Drigalski  and  Conradi.^  This  was  modified  from  the 
original  description  of  these  writers  by  leaving  out  the  nutrose,  sodium 
chloride,  and  the  solution  of  water-free  sodium  carbonate,  and  by  filtering  the 
mixture  before  adding  the  litmus  lactose  solution.  In  this  way  a  much 
clearer  medium  was  secured  which  contained  scarcely  any  flocculent  precipi- 
tate after  being  sterilized  thrice  in  the  steam  bath. 

h)  A  modification  of  MacConkey's  medium.®  At  first  the  original  Mac- 
Conkey  medium,  as  modified  by  Granbaum  and  Hume,  was  used,  but  this 
was  found  to  have  very  little  restraining  power  upon  the  sewage  bacteria,  so 

1  Zt9chr,  f  Hyg.,  1902,  39,  p.  283.  2  CentralbU  /.  Bakt.,  1903,  33,  Apr.  22,  p.  748. 

3  Ibid.,  Feb,  6, 1903,  33,  p.  394.  *  Ibid.,  Apr.  22, 1903,  83,  p.  741. 

*  ZtKhr,/.  Hyg.y  1903,  42,  p.  817.  «  Brit.  Med.  Jour.,  1902,  Pt.  I,  p.  1473. 
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that  crystal  violet  solution  (1  g.  to  100  c.c.)  was  added  in  the  proportion  of 
83  c.c.  per  liter  of  the  medium,  and  the  technique  was  further  altered  in  the 
following  manner:  After  the  agar  and  peptone  were  dissolved,  the  medium 
was  made  1.8  acid  to  phenolphthalein  by  adding  a  sodium  hydrate  solution, 
and  the  mass  was  autoclaved  for  five  minutes  at  120**  C,  cooled,  cleared  with 
white  of  egg,  and  filtered  through  cotton.  This  treatment  prevented  the 
formation  of  the  flocculent  precipitate  which  caused  trouble  in  the  original 
method.  Finally  the  other  ingredients  were  added  and  also  the  crystal  violet, 
and  the  medium  was  tubed  and  sterilized  once  in  the  Arnold  sterilizer  for 
thirty  minutes. 

c)  Horrock's  glucose  litmus  agar.^  Two  per  cent,  glucose  peptone  agar 
was  made  in  the  usual  manner,  and  sufficient  aqueous  solution  of  litmus  was 
added  to  give  the  medium  a  light  blue  color.  For  use  the  medium  is  melted, 
cooled  to  42°  0.  and  then  decinormal  sodium  hydrate  added  so  that  each 
10  c.c.  of  the  medium  has  an  alkalinity  of  1.8  c.c.  decinormal  alkali.  This 
medium  differentiates  well,  but  the  abundant  gas  formation  impairs  its  use- 
fulness for  the  conditions  under  which  we  worked. 

d)  The  plating  medium  of  Hiss.  This  was  prepared  according  to  the 
description  given  by  the  author.^  Although  not  restraining  the  development 
of  sewage  forms  in  the  way  that  the  other  media  did,  it  proved  one  of  the 
most  useful  methods,  particularly  when  the  plates  were  not  too  thickly 
crowded  with  sewage  bacteria.  Differentiation  of  the  surface  colonies  was 
usually  very  sharp. 

Other  media,  notably  Eisner's  potassium  iodide  medium*  were  tested,  but 
proved  very  inferior  to  the  four  media  above  described;  these  four  alone  w^ere 
used  in  the  routine  work. 

In  the  work  on  the  Illinois  River  at  Averyville  (H.  L.  R.)  the  Drigalski 
and  Conradi  medium  was  exclusively  employed,  differentiation  being  here  less 
of  a  problem  than  in  the  waters  charged  with  sewage  bacteria. 

EXPERIMENTS  CONDUCTED  IN  LAKE  MICHIGAN  WATER  AND 
IN  THE  CHICAGO  RIVER  (F.  R  Z.). 

A  series  of  experiments  upon  the  longevity  of  the  typhoid 
bacillus  in  Lake  Michigan  water,  made  during  the  fall  of  1897 
and  the  spring  of  1898,  had  convinced  the  writer  that  typhoid 
bacilli  die  much  more  rapidly  when  free  in  nature  than  had  been 
generally  believed.  Although  the  conclusions  drawn  were  open 
to  the  criticism  that  in  the  liter  flasks,  used  in  experiments  to  hold 
the  artificially  infected  lake  water,  the  conditions  were  different 
from  those  existing  in  nature,  the  results  compare  very  well  with 
those  obtained  in  our  experiments  with  parchment  and  celloidin 

iW.  H.  HoftBOCKS,  An  Introduction  to  the  Bacferioloffical  Examination  of  Water 
(London),  1901,  p.  205. 

^  Jour.  Med.  Retch.y  1902,  8,  p.  148.  3  Zt9ckr.  f.  Hw.  18«^<  21,  p.  25. 
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sacs  suspended  in  Lake  Michigan  tap  water,  under  the  most  favor- 
able conditions  for  the  diffusion  of  saprophytic  products. 

The  experiments  consisted  in  seeding  liter  flasks  containing 
Lake  Michigan  tap  water  with  varying  numbers  of  typhoid  bacilli, 
and  studying  the  effects  of  temperature,  light,  and  the  addition 
of  saprophytic  products  (sewage)  upon  the  longevity  of  typhoid 
bacilli. 

Similar  experiments  were  undertaken  with  the  water  of  the 
Mississippi,  Missouri,  and  the  Illinois  Rivers  at  Grafton,  between 
the  months  of  October,  1901,  and  March,  1902,  and  it  was  found 
that  the  more  polluted  a  water  was  and  the  more  saprophytes  were 
present,  the  sooner  would  the  typhoid  bacilli  disappear. 

The  natural  objection  to  these  -flask  experiments,  that  the 
accumulating  products  of  this  saprophytic  overgrowth  were 
the  cause  of  the  rapid  disappearance  of  typhoid  bacilli,  and  that 
the  results  could  not,  therefore,  be  applied  to  conditions  naturally 
existing  in  lake  or  river  water,  has  not  been  justified  by  the 
results  of  the  experiments  to  be  related,  because  typhoid  bacilli 
have  died  in  our  parchment  and  celloidin  sacs,  under  the  most 
favorable  conditions  of  diffusion,  in  the  natural  flowing  water,  in 
as  short,  or  even  a  shorter,  time  than  they  did  in  the  same  waters 
when  contained  in  glass  flasks  at  temperatures  ranging  from  12° 
to  20°  C. 

The  present  experiments  give  first  the  results  with  glass  bottles 
as  containers,  in  which  diffusion  of  bacterial  excretion  products  is 
excluded;  and  next,  the  results  when  diffusion  of  excretion  prod- 
ucts is  favored  by  the  use  of  parchment  and  celloidin  sacs. 

L       experiments   with    lake    MICHIGAN   TAP   WATER. 

In  the  first  five  of  the  following  fifteen  experiments  with  Lake 

Michigan  tap  water,  glass  jars  or  bottles  were  used  as  containers ; 

in  the  next  seven,  parchment  sacs ;  and  in  the  last  two,  celloidin 

sacs,  the  parchment  and  celloidin  sacs  being  suspended  in  running 

tap  water. 

Experiment  1. —  Eight  hundred  c.c.  of  raw  (unheated)  tap  water,  taken 
from  a  tap  in  Dr.  Zeit's  laboratory  at  the  Postgraduate  Hospital,  were  placed 
in  a  glass  jar,  and  one  loopful  of  a  twenty-four-hour  agar  culture  of  B. 
typhosus  (Race  0  from  Parke,  Davis  &  Co.)  was  added,  the  seeding  being 
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estimated  by  plating  to  be  approximately  1,000,000  per  cubic  centimeter.  The 
bacterial  count  of  the  water  at  the  time  of  seeding  was  85  per  cubic  centi- 
meter. The  temperature  of  the  water  varied  from  7"  to  16°  C.  Above,  the 
jar  was  open  to  the  air,  which  entered  freely  through  the  cotton  stopper. 

Samples  were  taken  daily,  after  shaking  the  jar  to  insure  thorough 
mixing,  a  portion  of  the  contents  being  taken  with  a  sterile  pipette.  Plate 
cultures  were  made  in  plain  neutral  agar,  with  a  seeding  of  from  1.1.000  to  5 
c.c,  according  to  the  bacterial  content.  These  cultures  were  incubated  at 
SQ"*  C.  After  twenty-four  to  forty -eight  hours  the  plates  were  carefully 
examined  and  the  typhoid-like  colonies  cultured  in  Hiss's  tube  medium. 
Cultures  in  this  medium  which  resembled  those  of  the  typhoid  bacillus  were 
further  examined,  and  their  identity  established  by  the  specific  agglutination 
test  of  Widal,  and  also  by  further  culture  methods.  From  the  tenth  to  the 
fourteenth  day  all' the  colonies  appearing  on  the  plates  were  examined,  with 
negative  results,  and  the  complete  disappearance  of  the  typhoid  bacillus  was 
demonstrated.  For  comparison,  plate  cultures  of  the  daily  samples  were 
made  and  incubated  at  25°  C,  and  the  bacterial  content  per  cubic  centimeter 
(after  three  days),  and  the  character  of  the  growth,  compared  with  that  of  the 
plate  cultures  at  39°  C. 

The  results  of  the  experiment  are  shown  in  Table  III. 

TABLE  III. 


Bacterial 

Bacterial 

Day  of 
Ezperiment 

Tempera- 

Bacteria per 

Count  of 

Count  of 

B.  typhosus 

c.c.  of 

Plates  Incu- 

Plates Incu- 

4- =  present 

ture 

Tap  Water 

bated  at  39' 

bated  at  25- 

0  =  absent 

per  c.c. 

per  c.c. 

Seeding 

9   C. 

85 

1,737,000 

+ 

1 

14^ 

90 

mm 

1,027,000 

+ 

2 

13" 

109 

711,000 

1,175,000 

+ 

3 

16^ 

100 

339,000 

360,000 

-f 

4 

16" 

180 

71,000 

154,000 

-H 

5 

9" 

38 

5,y00 

28,6ti0 

t 

6 

10" 

80 

9,300 

12,400 

+ 

7 

9 

48 

1,600 

3,200 

0 

8 

12 

48 

5,000 

4,700 

0 

9 

12^    . 

76 

360 

1,000 

0 

10 

9' 

80 

78 

8,000 

0 

11 

8- 

148 

197 

760 

0 

12 

r 

128 

41 

1,260 

0 

13 

16" 

120 

72 

1.820 

0 

14 

8" 

110 

0 

2,18J 

0 

Notes.- -On  the  eighteenth  and  twentieth  days  no  colonies  developed  in  plates  seeded 
with  1  c.c.  of  the  water,  and  in  plates  seeded  with  6  c.c.  only  a  few  colonies  developed  at  39'  C. 
OnSthefseventh,  eighth,  and  ninth  days  no  typhoid-like  colonies  developed  on  the  plates. 
From  the  tenth  to  the  fourteenth  days,  inclusive,  all  the  colonies  on  the  plate  cultures  were 
examined. 

Experiment  2. —  In  this  experiment  four  loopfuls  of  the  water  of  conden- 
sation^were  used,  and  the  flask  was  placed  in  an  earthen  jar  and  surrounded 
by  flowing  water  kept  at  a  uniform  temperature  (1?  9  C.)  for  twelve  days.  The 
germ  content  was  180  per  c.c.  and  plating  after  seeding  with  B.  typhosus, 
2,200,000  per  c.c. 
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Plates  poured  with  Drigalski-Conradi '  agar  (about  3  mm.  thick)  remained 
open  for  an  hour  until  the  agar  became  hard.  After  shaking  the  flask  con- 
taining the  water  to  be  examined,  a  glass  rod,  bent  at  an  angle,  sterilized,  was 
dipped  into  the  water  and  smeared  over  the  first  plate.  Dilutions  were 
made  by  smearing  a  second,  third,  and  fourth  plate.  These  plates  remained 
open  until  perfectly  dry  (one-half  to  one  hour),  and  were  then  incubated  at 
37°  for  twenty-four  hours.  All  discrete  blue  colonies  were  subcultured  in 
Hiss  tubes  and  grown  at  20^".  All  non -gas-forming,  uniformly  clouded  Hiss 
tubes  were  tested  by  Parke,  Davis  &  Co.'s  immune  serum  for  agglutination. 

Typhoid  bacilli  were  found  by  this  method  on  the  third,  fifth,  sixth,  and 
seventh  days,  but  none  on  the  eighth  or  ninth  days. 

On  the  twelfth  day  Altschtller's^  method  was  used.  Ten  grams  of  pep- 
tone and  5  g.  of  sodium  chloride  were  added  to  the  contents  of  the  flask  which 
was  then  incubated  for  twenty-four  hours  at  37°  C.  Fifty  c.c.  of  the  upper 
stratum  of  the  flask  contents  were  placed  in  a  sterile  burette,  and  1  c.c.  of 
Parke,  Davis  A  Co.'s  serum  was  added.  This  was  set  aside  for  seven  hours. 
No  precipitate  was  visible.  One  c.c.  was  drawn  off  into  another  burette  con- 
taining 50  c.c.  of  sterile  peptone  (0.5  g.)  and  sodium  chloride  (0.25  g.)  solution 
and  a  few  millet-seed -sized  pebbles.  This  burette  was  shaken  to  break  up 
clumps  and  incubated  at  37°  for  twenty-four  hours.  Drigalski  Conradi  plates 
were  smeared  and  incubated  as  above;  blue  colonies  were  subcultured  in 
Hiss  tubes.    No  non-gas-forming,  uniformly  clouded  Hiss  tubes. 

Experiment  5.— Fresh  feces  of  a  healthy  person  were  stirred  into  1,000 
c.c.  of  raw  tap  water  until  the  turbidity  was  such  that  print  became  indistinct 
when  viewed  through  the  solution  in  a  1,000  c.c.  cylindrical  graduate.  This 
mixture  was  subjected  to  the  same  conditions  of  seeding  and  temperature  as 
in  the  last  experiment.  The  immediate  plating  in  gelatin  was  5,800,0(X)  per 
cubic  centimeter.  Examination,  as  in  in  th^last  experiment,  showed  typhoid 
bacilli  on  immediate  plating,  but  none  on  the  first,  third,  or  eighth  days 
thereafter. 

As  a  control  for  this  experiment  two  1,000  c.c.  flasks  were  prepared  with 
human  excreta  as  above.  One  (A)  was  seeded  with  four  loopfuls  of  the  usual 
culture  of  B.  typhosus ;  the  other  (B)  received  no  typhoid  bacilli  until  it  had 
been  kept  twenty-four  hours  at  a  temperature  of  1?9  C,  when  it  was  seeded 
with  1 : 1,000  loop  of  the  same  culture  as  Flask  A,  after  which  both  flasks  were 
examined  by  SchQder's  method.^ 

To  each  flask  were  added  10  c.c.  of  a  7.75  per  cent,  solution  of  hyposulphite 
of  soda  and  10  c.c.  of  a  10  per  cent,  solution  of  nitrate  of  lead.  After  standing 
for  twenty-four  hours  the  clear  fluid  was  decanted,  7  c.c.  of  a  100  per  cent, 
solution  of  hyposulphite  of  soda  added  to  the  sediment,  and  the  flask  shaken. 
After  standing  a  short  time,  the  insoluble  particles  settled.  Drigalski- 
Conradi  smears  were  made  and  examined  as  in  the  preceding  experiments, 
from  the  upper  clear  strata. 

In  Flask  A,  seeded  with  four  loopfuls  of  typhoid  culture  twenty- four  hours 
before  precipitation,  typhoid  bacilli  were  absent,  while  in  Flask  B,  seeded 
with  only  1 : 1,000  loop  just  before  precipitation,  the  B.  typhosus  was  found. 

^ZUchr.  f.  Hyg.,  1902,  39,  p.  283.  ^Centrlbl.  f.  Bakt.,  1908,  33,  p.  741. 

3  ZUchr.f.  Hyg.,  1903,  42,  p  317 
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Schtlder's  method  is  of  much  value,  as  it  enables  us  to  precip- 
itate all  the  bacteria  in  a  larger  quantity  of  water,  and  it  allows 
the  detection  of  typhoid  bacilli  in  water  highly  polluted  with 
saprophytes.  Although  the  growth  of  saprophytes  is  much  inhib- 
ited, typhoid  colonies  were  numerous  in  plates  from  Flask  B, 
despite  the  fact  that  the  seeding  of  typhoid  bacilli  was  only 
1/1,000  loop  with  nearly  6,000,000  per  c.c. 

Experiment  4,  —  In  this  experiment  sterilization  for  thirty  minutes  at 
120°  in  the  autoclave  preceded  the  seeding,  and  the  flask  was  kept  in  flowing 
tap-water  in  a  uniform  temperature  (1°9  C.)  for  forty  days.  The  results  are 
shown  in  the  following  table: 

TABLE  IV. 


Direct  platinK  ■ 
After   5  days 
After  10  days     - 
After  15  days 
After  20  days     ■ 
After  23  days 
After  30  days 
After  35  days 
After  40  days 


1,500,000  typhoid  bacilli  per  1  c.c. 

350,00)  •*  '*         '•       *• 

110,000  "  "         ''       " 

10,000  "  *'         "       " 

30  "  

0 *      " 

0  "  " 

0  '*  "  "       " 


Experiment  5.  — In  this  experiment  a  four  ounce  bottle  stopped  with  a 
sterile  cotton  plug  was  used  instead  of  the  liter  flask,  and  the  tap  water  was 
rendered  germ-free  by  flltration  through  sterilized  porcelain  (unglazed).  The 
germ  content  previous  to  flltration  was  100  per  cubic  centimeter.  Cultures  of 
5  c.c.  of  the  filtered  tap  water  in  bullion  remained  sterile.  To  100  c.c.  of  this 
sterilized  tap  water  was  added  1  c.c.  of  a  1:10,000  dilution  in  sterile  salt  solu- 
tion of  a  twenty -four  hour  agar  (;ulture  of  B.  typhosus  Race  No.  500.2  (  a  cul- 
ture obtained  from  the  Johns  Hopkins  Pathological  Laboratory).  This  seeding 
was  estimated  by  plate  methods  to  be  about  500  typhoid  bacilli  to  1  c.c.  The 
bottle  containing  the  infected  water  was  placed  in  a  thermostat  maintained 
at  a  temperature  of  about  20''  C.  Free  entry  of  air  was  allowed  through  the 
cotton  plug ;  light  was  excluded. 

The  bottle  was  removed  daily,  and,  after  shaking  gently  to  insure  even 
seeding,  plate  cultures  in  agar-agar  were  seeded  with  1  c.c.  of  the  infected 
water.  These  cultures  were  incubated  from  twenty-four  to  forty -eight  hours, 
and  the  typhoid-like  colonies  were  then  subcultured  in  Hiss  tubes  and  identi- 

TABLE  V. 


Day  of 
Experiment 

Amount  of 
Water  Plated 

No.  of 

Typhoid  Bacilli 

Found 

Estimated  No. 
in  Bottle 

B.  typhosus 

-f  =  present 
0=  absent 

Seeding 

Ic.c. 

500 

50,000 

+ 

1 

1 

4 

396 

4- 

2 

1 

1 

98 

-h 

3 

15 

2 

11 

-f 

4 

30 

1 

3 

+ 

.> 

15 

0 

0 

0 

6 

10 

0 

0 

0 

7 

5 

0 

0 

0 

8 

ft 

0 

0 

0 

9 

5 

0 

0 

0 

10 

12 

u 

0 

0 
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fied  by  means  of  further  culture,  and  the  Widal  reaction.  As  the  typhoid 
organisms  disappeared,  larger  amounts  of  water  were  used  for  seeding. 
During  the  last  three  days  of  the  experiment  all  the  water  remaining  in  the 
bottle  was  plated  out,  but  no  typhoid  organisms  were  found.  The  results  are 
presented  in  Table  V. 

Instead  of  the  glass  containers,  parchment  sacs  were  used  in  the  next 
seven  experiments. 

Experimenta  6  and  7.  —  In  these  experiments,  where  the  bacterial  count 
before  the  seeding  was  estimated  to  be  2,000  per  cubic  centimeter,  and  from  a 
few  hundred  to  a  few  thousand,  respectively,  the  800  c.c.  of  tap  water  was 
seeded  with  a  small  loopful  of  a  twenty-four-hour  culture  of  B.  typhosus, 
Race  "y,"  received  from  Dr.  E.  O.  Jordan,  giving  a  seeding  of  about  540000 
in  the  one  case  and  of  450,000  in  the  other.  The  parchment  sacs  were  sub- 
jected, in  both  experiments,  to  the  same  conditions  as  those  surrounding  the 
glass  container  in  Experiment  1,  already  described.  Samples  of  the  infected 
water  were  taken  daily  and  subjected  to  the  usual  cultural  and  agglutination 
tests.  T\pboid  organisms  were  found  daily  up  to  the  seventh  day  in  Experi- 
ment 6,  and  up  to  the  fifth  day  in  Experiment  7,  but  none  thereafter.  In 
both  cases  there  was  a  marked  change  in  the  character  of  the  plates  in  the 
latter  part  of  the  first  week.  In  Experiment  7  a  single  culture  on  the  fifteenth 
day  showed  the  presence  of  only  a  few  saprophytic  organisms. 

Experiment  8.  —  This  was  in  all  respects  as  Experiment  1,  except  that  a 
parchment  sac  was  used  in  place  of  the  glass  container.  At  the  end  of  this 
experiment  the  parchment  sac  was  examined  and  found  to  be  intact.  It 
appeared  to  be  as  strong  as  when  first  put  into  the  water,  and  there  was  little 
or  no  deposit  on  its  surface.  The  results  of  this  experiment  are  shown  in 
Table  VI. 

TABLE  VI. 


Duration 

Bacterial 

Bacterial 

Ratio  Growth 

B.  typhosus 

of  Experiment 
in  Days 

Count  per  c.c. 

Count  per  c.c. 

at 

-f  =  present 

at  25   C. 

at  39   C. 

25-39^  C. 

0  =  absent 

See<lin|r 

1,112,000 

1 

1,035,000 

-- 

9 

964,000 

372,666 

2!59 

-- 

3 

855,000 

576,000 

1.46 

-f 

4 

616,000 

5.')3,000 

1.11 

-h 

5 

536,000 

316,000 

1.69 

-f 

6 

237,000 

205,000 

1.16 

7 

ia3,ooo 

201,000 

0.51 

-_ 

H 

1.34,000 

197,000 

0.68 

0 

9 

72,000 

23,000 

3.10 

0 

10 

82,000 

4,400 

7.27 

0 

11 

13,00J 

3,400 

3.82 

0 

12 

7,100 

74* 

9.59 

0 

13 

6,00() 

34* 

17.64 

0 

U 

10,600 

100* 

10.60 

0 

NOTBS.— On  the  twelfth,  thirteenth,  and  fourteenth  days  all  the  colonies  on  the  plates 
were  examined;  Bacillus  typhosus  was  not  found. 

From  the  first  to  the  fifth  day,  inclusive,  the  plates  resembled  pure  cultures  of  Bacillus 
typhosus,  which  was  recovered  with  ease. 

On  the  sixth,  seventh  and  eighth  days  the  plates  showed  mixed  cultures  of  Bacillus 
typhosus,  which  was  secured  with  increasiuflr  difiSculty. 

From  the  ninth  to  the  fourteenth  day,  inclusive,  the  cultures  were  saprophytic  in 
character,  and  the  typhoid  bacillus  could  not  be  found,  despite  repeated  and  exhaustive 
efforts  to  secure  it. 


Digitized  by 


Google 


mi) 


E.  O.  JoBDAN,  H.  L.  Russell,  P.  R.  Zeit 


Experiment  9,  —  This  experiment  was  undertaken  as  a  control  to  the  pre- 
ceeding,  the  only  difference  being  that  the  parchment  sac  in  the  earlier  experi- 
ment was  surrounded  by  flowing  water,  while  in  Experiment  9  it  was 
suspended  in  an  empty  glass  cylinder  so  that  the  surface  of  the  parchment 
was  freely  exposed  to  the  air  on  all  sides.  In  order  to  secure  temperature 
conditions  similar  to  those  of  Experiment  8  the  glass  cylinder  was  placed  in  a 
large  receptacle  and  surrounded  with  running  tap  water.  There  was  free 
access  of  air  also  through  the  cotton  stopper,  and  the  experiment  was  con- 
ducted in  the  diffuse  light  of  the  laboratory.  The  results  are  shown  in 
Table  VIL 

TABLE  VII. 


Duration  of  Experiment 
in  Days 

Bacterial  Count  of 
Plates  Incubated  at 

Bacterial  Coant  of 
Plates  Incubated  at 

Bacillus  typhosus 
+  =  present 

39'C. 

25  C. 

0  =  absent 

Seeding 

635,000 

__ 

1 

748,000 

-f- 

2 

7ii;666 

628.000 

-|- 

3 

340,000 

1,836.000 

-|- 

4 

419,000 

2,117,000 

5 

158,000 

1,117,000 

6 

142,000 

253,000 

II 

7 

13,800 

83,000 

0 

K 

316  ♦ 

45,000 

0 

9 

1,100» 

11,600 

0 

10 

.VjO* 

2,600 

0 

11 

840* 

6,400 

0 

12 

No  growth 

11,000 

0 

1» 

15** 

5,500 

0 

14 

13  ♦• 

8,600 

0 

Notes.— On  the  third,  fourth,  and  fifth  days  the  plate  cultures  showed  a  large  number  of 
fluorescent  organisms.  On  the  sixth  to  the  ninth  days  inclusive,  the  fluorescent  organisms 
were  numerous,  but  decreasing  in  number. 

*  On  the  ninth,  tenth,  and  eleventh  days  all  the  typhoid-like  colonies  on  the  plates  were 
examined. 

**On  the  thirteenth,  and  fourteenth  days  all  the  colonies  on  the  plates  were  stibcul- 
tured  and  examined,  but  the  typhoid  bacillus  could  not  be  found. 

Results.— An  overgrowth  of  saprophytes  occurred  early  in  the  course  of  the  experi- 
ment, and  the  vital  concurrence  of  these  organisms,  as  well  as  the  action  of  their  products, 
must  be  regarded  as  factors  in  the  death  of  the  typhoid  bacillus. 

Experiment  10.  —  In  this  experiment  800  c.c.  of  raw  tap  water,  which 
gave  180  colonies  per  centimeter  in  gelatin  plates,  were  placed  in  a  cotton- 
stoppered  parchment  sac  and  seeded  with  four  loopfuls  of  the  water  of  con- 
densation of  a  twenty-four-hour  culture  of  B.  typhosus.  Race  "O,"  Parke, 
Davis  &  Co.  The  sac  was  suspended  in  running  tap  water  in  a  large  earthen- 
ware jar,  the  temperature  of  the  rapidly  flowing  water  being  1?5-2?5C. 
The  contents  of  the  sac  were  examined  by  Drigalski-Conradi  plates  and  Hiss 
tubes,  with  the  result  of  finding  typhoid  bacilli  on  the  second,  fourth,  fifth, 
and  sixth  days,  and  with  negative  results  on  the  seventh  and  eighth.  The 
Schdder  precipitation  method  was  employed  as  described  in  Experiment  3, 
with  the  balance  of  the  sac  contents,  on  the  ninth  day,  with  negative  results. 

Experiment  11. — A  parchment  sac  was  prepared,  seeded,  and  examined  as 
in  the  preceding  experiment.  Plating  after  seeding  in  gelatin  showed  2^900,- 
000  colonies  per  1  e.c.    Typhoid-bacilli  were  found  on  the  second,  fifth,  sixth, 
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and  seventh  days,  but  none  on  the  eighth  or  ninth.  On  the  tenth  day  Alt- 
schtller's  enriching  method  was  employed,  as  in  Experiment  No.  2,  with  nega- 
tive results. 

Experiment  12,  —  Eight  hundred  c.c.  of  tap  water  were  sterilized  by  heat- 
ing for  twenty  minutes  in  the  autoclave  at  a  temperature  of  110°  C.  The  sac 
was  then  placed  beside  the  one  used  in  Experiment  8  and  subjected  to  the 
same  conditions.  All  the  other  conditions  of  the  experiment,  and  the  method 
of  examining  the  sac  contents  for  typhoid  bacilli,  were  as  in  Experiment  8. 
The  result  was  a  steady  decrease  in  the  number  of  typhoid  organisms  found, 
but  they  were  still  present  on  the  fifteenth  day,  when  the  experiment  was 
discontinued.    The  results  are  tabulated  in  Table  VIII.    . 

TABLE  VIII. 


Duration  of  Experiment 
in  Days 

Bacterial  Count  of 
Plates  Incubated  at 

Bacterial  Count  of 
Plates  Incubated  at 

Bacillus  typhosus 
+  =  present 

39°  C.  per  c.c. 

25'  C.  per  c.c. 

0  =  absent 

Seeding 

1,184,000 

+ 

1 

4.50,000 

618,000 

:: 

2 

416,000 

716,000 

3 

363,000 

510,000 

-- 

4 

350.000 

904,000 

-- 

5 

332,000 

814.000 

-f- 

6      . 

253,000 

366,000 

■7 

292,000 

316,000 

~- 

8 

356,000 

474,000 

9 

94,800 

94,800 

-- 

10 

12,000 

83,200 

+ 

11 

16,000 

150,000 

-h 

21 

3,120 

28,700 

■+- 

13 

840 

64,000 

-f- 

14 

^  -f 

15- 

1,000 

25,000 

+ 

Experiment  13,  —  In  this  experiment  a  four-ounce  glass-stoppered  bottle 
was  used.  A  sterilized  salt  solution  was  made  by  adding  0.6  per  cent,  of  com- 
mon salt  to  the  tap  water  and  heating  at  20°  C.  in  the  autoclave.  To  100  c.c. 
this,  1/10,000  of  a  large  loopful  of  a  twenty-four-hour  culture  of  B.  typhosus 
(Race  No.  500.2,  obtained  from  the  Johns  Hopkins  Pathological  Laboratory)  was 
added,  the  seeding  being  estimated  by  plate  cultures  to  be  900  per  cubic  cen- 
timeter.   The  bottle  was  placed  in  the  ice-chamber  of  the  refrigerator,  the 

TABLE  IX. 


Day  of  Experiment 

Amount  of 
Water  Plated 

No.  of  Typhoid 
Bacilli  per  c.c. 

No.  in  Bottle 
Estimated 

Bacillus  typhosus 
-f-  =  present 
0  =  absent 

Seeding 

1  C.C. 

900 

90,000 

^ 

_ 

•1 

Ic.c. 

804 

79,500 

- 

- 

2 

Ic.c. 

426 

41,700 

- 

- 

3 

Ic.c. 

326 

31,600 

- 

4 

1  c,c. 

266 

25,500 

- 

5 

1  c.c. 

158 

15,000 

- 

6 

1  c.c. 

145 

14,000 

- 

7 

Ic.c. 

140 

1.^000 

- 

8 

Ic.c. 

100 

9,200 

- 

9 

1  c.c. 

80 

7,300 

- 

10 

Ice. 

75 

6,800 

h 
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temperature  varying  from  l**  to  8°C.  A  glass  stopper  was  used,  but  about 
10  c.c.  of  air  were  inclosed  and  renewed  daily  as  the  bottle  was  opened.  Light 
was  excluded.  Plate  cultures  were  made  daily,  and  as  the  typhoid  bacilli 
became  fewer  in  number,  all  the  colonies  on  the  plate  were  examined.  The 
typhoid  bacillus  wae  still  found  on  the  tenth  day,  when  the  experiment  was 
discontinued.    The  results  are  presented  in  detail  in  Table  IX. 

Experiment  14.  —  In  this  experiment  celloidin  sacs  having  a  capacity  of 
20  c.c.  each  were  used  in  place  of  parchment  sacs.  In  this  case  the  bacterial 
count  of  the  tap  water  at  the  time  of  seeding  was  68  per  cubic  centimeter, 
and  the  seeding  was  estimated  to  be  1,000,000  per  cubic  centimeter.  The 
infected  water  was  distributed  by  means  of  a  sterile  pipette  to  the  celloidin 
sac8  in  amounts  of  about  20  c.c.  The  experiment  was  in  all  other  respects 
similar  to  No.  8.    The  results  are  presented  in  Table  X. 

TABLE  X. 


Duration  of  Experiment 
in  Days 

Bacterial  Count  of 
Plates  Incubated 

Bacterial  Count  of 
Plates  Incubated 

-f  =  present 

at  25'  C.  per  c.c. 

at  39°  C.  per  c.c. 

0  =  absent 

Seeding 

1,153,000 

4- 

1 

883,000 

814,666 

+ 

2 

790,000 

946,000 

-f 

3 

1,146,000 

717,000 

+ 

4 

737,000 

565.000 

+ 

5 

320,000 

53,600 

+ 

6 

292,000 

7.000 

t 

7 

514,000 

4,000 

8 

558,000 

a5,eoo 

0 

9 

600,000 

3.800*** 

0 

10 

.569,100 

2,600* 

0 

11 

711,000 

3,960 

0 

12 

87,000 

182« 

0 

1.3 

4.ai0 

28** 

0 

14 

3,900 

23^ 

0 

Notes.— On  the  fourth  day  numerous  fluorescent  forms  appeared  in  the  plates,  espe- 
cially those  incubated  at  low  temperature. 

*.V11  the  colonies  appearing  on  one-fourth  the  plate  examined  with  negative  results. 

**  All  the  colonies  appearing  on  the  plates  examined  with  negative  results. 

***  Negative  results  obtained  by  special  method.  All  of  the  water  was  removed  from 
one  of  the  capsules,  antityphoid  serum  added  in  the  proportion  of  1:100,  and  the  whole 
placed  in  a  sterile  burette  for  sedimentation.  At  the  end  of  twenty-four  hours  the  lower 
portion,  about  1  c.c,  was  removed  and  plated  in  nutral  agar.  The  colonies  which  developed 
were  examined,  but  the  typhoid  bacillus  was  not  found. 

Experiment  15  differed  from  the  preceding  only  in  that  the  tap  water 
was  sterilized  before  seeding  (as  in  Experiment  12),  and  the  results  confirmed 
those  obtained  in  Experiment  12,  in  which  a  parchment  sac  was  used  to  con- 
tain the  sterilized  water. 

The  following  eleven  experiments,  similar  in  general  to  those 
already  described  with  Lake  Michigan  water,  were  conducted  with 
the  water  of  the  Chicago  River: 

Experiment  16.— This  experiment  corresponded  in  all  respects  to  Experi- 
ment 5  above,  except  that  the  water  of  the  Chicago  River  was  used  instead 
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of  that  of  Lake  Michigan,  the  germ  content  before  filtration  being  estimated 
to  be  1,500,000  per  cubic  centimeter.  The  results  are  presented  in  detail  in 
Table  XI. 

TABLE  XI. 


Duration  of  Experiment 
in  Days 

No.  of  Typhoid 
Colonies  in  1  c.c. 

Estimated  No.  of 

Typhoid  Bacilli 

in  Bottle 

Bacillus  typhosus 
+  =  present 
0  =  absent 

Seedinf? 

496 

49,600 

+ 

1 

1 

99 

-i- 

2 

0 

0 

0 

3 

0 

0» 

0 

4 

0 

0 

0 

5 

0 

0 

0 

6 

0 

0 

0 

7 

0 

0 

0 

H 

0 

0 

0 

9 

0 

0 

0 

10 

0 

0 

0 

*  On  the  third  day  a  number  of  saprophytic  organisms  appeared  in  the  plate  cultures. 
A  control  experiment  consisting  of  a  culture  of  5  c.c.  of  the  filtered  water  used  in  beginning 
the  experiment  showed  that  the  filtration  had  not  secured  an  absolutely  germ-free  water, 
Diligent  search  failed  to  show  the  presence  of  the  typhoid  organism  after  the  first  day. 

This  experiment  indicates  that  if  but  a  small  number  of  the 
typhoid  organisms  are  present  in  the  river  water,  their  death  is  a 
matter  of  hours  rather  than  of  days,  and  may  be  independent  of 
the  presence  of  saprophytes  in  large  numbers. 

To  determine  whether  the  amount  of  water  used  in  seeding  the 
plates  had  any  deterring  effect  upon  the  growth  of  organisms  in 
the  plate  cultures,  cultures  were  made  from  two  preparations:  (1) 
100  c.c.  of  raw  filtered  water  of  the  Chicago  River,  to  which  was 
added  1/10,000  |)art  of  a  loopful  of  a  twenty-four-hour  agar  cul- 
ture of  B.  typhosus;  (2)  100  c.c.  of  sterile  salt  solution  seeded 
with  typhoid  as  in  (1).  Plate  cultures  were  made  of  1  c.c.  of 
each  mixture,  and  after  forty-eight  hours'  incubation  at  39°  C.  the 
number  of  colonies  was  found  to  be  as  follows:  (1)  490  per  cubic 
centimeter;  (2)  500  per  cubic  centimeter.  Repetition  of  the 
experiment  gave  a  similar  result,  so  that  it  was  evident  that  small 
amounts  of  the  water,  when  added  to  nutrient  media,  had  no 
marked  deterrent  effect  upon  the  growth  of  the  typhoid  bacillus 
in  plate  cultures. 

Experiment  11.  —  In  this  experiment  the  bottle  containing  the  filtered 
Chicago  River  water  was  placed  in  the  ice-chamber  of  the  refrigerator,  the 
temperature  being  1"  to  8*'C.    Glass  stoppers  were  used,  but  about  10  c.c.  of 
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air  was  inclosed,  and  renewed  in  part  daily  as  the  bottles  were  opened.  The 
bacterial  content  of  the  water  was  estimated  to  be  2,000,000  per  cubic  centi- 
meter.   All  the  other  conditions  were  as  in  the  preceding  experiment. 

The  death  of  the  typhoid  bacillus  was  rapid  in  the  river  water 
at  this  temperature,  but  not  so  rapid  as  in  the  preceding  experi- 
ment at  a  temperature  of  20°  C.  The  specific  bacillus  was  not 
found,  however,  after  the  fourth  day.  Its  complete  disappearance 
was  shown  by  the  comprehensive  nature  of  the  examination.  The 
results  are  given  in  Table  XII. 

Experiment  18.— The  water,  after  filtration  and  seeding  as  in  the  preced- 
ing experiment,  was  distributed  by  means  of  a  sterile  pipette  in  amounts  of 
5  C.C.  each  to  sterile  test-tubes.  These  were  subjected  to  the  temperature  of 
the  air  outside  the  laboratory  (below  0°  C).  In  the  course  of  a  few  minutes 
the  water  in  the  tubes  was  frozen,  and  remained  so  except  when  melted  for 
examination.  Sterile  stoppers  of  cotton  were  used,  admitting  free  access  of 
air.    Light  was  excluded. 

One  tube  was  taken  daily  and  the  ice  melted  by  immersing  the  tube  for 
a  few  minutes  in  a  water-bath  heated  to  35°  C.  One  c.c.  of  the  water  was 
then  plated  in  neutral  agar,  and  the  typhoid  organism  sought  by  the  methods 
already  described.  It  was  found  that  even  at  temperatures  below  0°  C.  the 
typhoid  bacillus  dies  rapidly  in  the  filtered  water  of  the  river,  but  two  organ- 
isms being  found  on  the  first  day  and  not  one  later.  Its  complete  disappear- 
ance is  shown  by  the  failure  to  find  the  specific  organism  in  plate  cultures  of 
all  the  water  remaining  in  the  tubes,  which  contained  at  the  beginning 
several  thousand  typhoid,  organisms. 

TABLE  XII. 


Amount  of 

No.  of  Typhoid 
Bacilli  on  Plates 

R>«ti mated  No. 

B.  typhosus 

Day  of  Ezperimeut 

Water  Plated 

in  Bottle 

4-  =  present 
0  =  absent 

SeeditiK 

Ice. 

1,080 

106,000 

-h 

I 

1 

408 

40,S»2 

+ 

2 

3 

260 

8,516 

+ 

3 

5 

130 

2,280 

+ 

4 

5 

24  • 

432* 

+ 

5 

5 

0 

0 

0 

6 

.1 

0 

0 

0 

7 

5 

0 

0 

0 

8 

r> 

0 

0 

0 

9 

.J 

0 

0 

0 

10 

60 

0 

0 

0 

Experiment  19.— To  800  c.c.  of  the  water  of  the  Chicago  River,  taken  at 
•  the  Ashland  Avenue  bridge  (estimated  bacterial  content  2,000,000  per  cubic 
centimeter),  was  added  a  large  loopful  of  twenty-four-hour  agar  culture  of 
B.  typhosus  strain  "x,"  received  from  Professor  Jordan.  A  parchment  sac, 
containing  the  infected  water,  was  placed  in  the  river  at  the  Ashland  Avenue 
bridge,  being  placed  for  protection  in  a  box  to  which  the  river  water  had  free 
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access,  but  which  excluded  the  light.  The  temperature  of  the  surrounding 
water  was  found  to  vary  from  12''  to  14°  C.  There  was  free  access  of  air 
through  the  cotton  stopper  in  the  glass  tube  of  the  capsule. 

Samples  of  the  water  were  taken  daily,  plate  cultures  made  in  neutral  agar, 
and,  after  incubation  for  twenty -four  to  forty-eight  hours  at  39*  C,  the  typhoid 
colonies  and  those  resembling  them  were  subcultured  in  Hiss  tubes,  and  the 
identity  of  the  organisms  was  established  by  the  usual  cultural  and  aggluti- 
nation tests.  The  typhoid  bacillus  was  recovered  with  comparative  ease  on 
the  first  and  second  days,  but  with  difficulty  on  the  third.  On  the  fourth  day 
the  sac  was  found  to  have  a  small  hole  in  it,  and  the  experiment  was  discon- 
tinued. 

ExperimenU  20  and  21  were  repetitions  of  Experiment  19.  The  typhoid 
bacillus  was  recovered  up  to  the  second  and  third  days  respectively,  but  not 
later,  the  experiment  being  continued  for  ten  days  in  each  case. 

Experiment  22. — Race  "O"  from  Parke,  Davis  &  Co.  was  used  in  seeding 
the  river  water  in  this  experiment.  The  estimated  bacterial  content  before 
seeding  was  estimated  to  be  80,000,  and  the  seeding  to  be  20,000  per  cubic 
centimeter.  The  temperature  of  the  water  surrounding  the  parchment  sac 
was  taken  daily  and  found  to  agree  with  that  of  the  water  in  the  sac,  varying 
from  8**  to  4°  C.  The  other  conditions-  of  the  experiment  were  as  in  the  pre- 
ceding three. 

Plate  cultures  were  made  in  neutral  agar,  using  a  seeding  of  about 
1/100  c.c.  The  typhoid  like  colonies  were  subcultured  in  Hiss  tubes,  and 
their  identity  was  established  by  culture  methods  and  the  Widal  test.  To 
obviate  the  objections  which  might  be  made  on  account  of  the  very  small 
amounts  of  water  used  in  seeding,  a  large  number  of  plates  were  prepared, 
and  use  was  made  of  the  special  method  of  Schepilewsky. 

The  typhoid  organism  was  found  with  ease  on  the  first  day,  and  with 
difficulty  on  the  second  and  third,  after  which  it  could  not  be  found.  Use  of 
a  special  method  on  the  fourth,  seventh,  and  tenth  days  gave  negative  results. 

Eocperiment  ^5.— This  was  designed  as  a  control  experiment  to  determine 
the  fate  of  the  typhoid  organisms  when  placed  under  the  influence  of  the  pol- 
luted river  water,  but  not  in  direct  contact  with  the  bacteria  thereof.  To 
800  c.c.  of  tap  water  (Chicago  supply),  sterilized  by  heating  for  thirty  minutes 
in  the  autoclave  at  a  temperature  of  120°  C,  was  added  a  loopf  ul  of  a  twenty- 
four-hour  culture  of  the  typhoid  organisms,  as  in  the  preceding  experiments, 
the  seeding  being  estimated  to  be  about  1,500,000  per  cubic  centimeter.  The 
infected  water  was  then  introduced  into  the  parchment  sac,  which  was  sub- 
jected to  the  same  conditions  as  in  Experiment  19. 

The  typhoid  bacillus  was  found  on  the  first  and  second  days,  but  not  later. 

Experiment  24. — One  twenty-fifth  of  a  small  loopful  of  a  forty-eight-hour 
culture  of  the  typhoid  organism  (Race  ^*0,"  Parke,  Davis  &Co.)  was  added  to 
5(X)  c.c.  of  the  river  water,  which  was  estimated  at  the  time  of  seeding  to  con- 
tain 640,0(X)  water  and  sewer  organisms  per  cubic  centimeter,  ^fter  agitating 
tf)  insure  uniform  seeding,  the  infected  water  was  distributed  to  celloidin  cap- 
sules in  amounts  of  20  c.c.  each.  These  sacs  were  sealed  and  immersed  in 
the  water  of  the  Chicago  River  at  the  Ashland  Avenue  bridge.  The  tem- 
perature of  the  water  ranged  from  1°  to  4"  C.    The  capsules  were  inclosed  in 
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a  box,  1o  which  the  water  had  free  access,  but  which  excluded  light.  This 
protected  them  from  ice. 

Search  was  made  as  in  Experiment  22,  already  described,  for  the  typhoid 
bacillus,  with  the  result  that  the  organism  was  recovered  with  ease  imme- 
diately after  seeding,  and  twenty-four  hours  later,  but  not  thereafter.  On  the 
fifth  and  the  ninth  days  all  the  water  in  a  capsule  was  taken  and  antiserum 
added  in  the  proportion  of  1:100.  This  mixture  was  placed  in  a  sterile 
burette,  and  after  sedimentation  for  twenty-four  hours  the  lowest  portion  was 
drawn  off  and  plated.  The  typhoid-like  colonies  were  tested  in  the  usual 
manner,  with  absolutely  negative  results. 

Experiment  25.— In  this  the  river  water  was  filtered,  and  the  celloidin  sac 
containing  it  was  suspended  in  a  glass  jar  in  about  400  c.c.  of  the  river  water, 
which  was  estimated  to  contain  500,000  organisms  per  cubic  centimeter.  The 
typhoid  bacilli  were  thus  subjected,  not  only  to  the  action  of  the  toxic  agent 
in  the  filtered  water  of  the  sac,  but  also  to  that  produced  in  the  unflltered 
water  surrounding  it.    The  results  are  presented  in  Table  XIII: 

TABLE  XIII. 


No.  of  Typhoid 

Bacillus  typhosus 

Day  of  Experiment 

BaciJii  per  c.c. 

4-  =  present 
0  =  absent 

SeediuK 

572 

-f 

1 

sau 

-{- 

2 

110 

-f 

3 

49 

-f 

4 

].~> 

-f- 

5 

0 

0 

6 

0 

0 

7 

0 

0 

8 

() 

0 

9 

0 

0 

10 

0 

0 

Experiment  26. — This  differed  from  the  preceding  experiment  only  in 
that  normal  salt  solution,  sterilized  as  in  Experiment  23,  was  used,  and  the 
water  in  the  glass  jar  in  which  the  celloidin  sac  containing  the  infected  salt 
solution  was  suspended  was  also  rendered  germ-free  by  filtration  through  a 
sterile  unglazed  porcelain  filter.  The  typhoid  bacilli  were  thus  subjected  to 
the  action  of  the  toxic  agents  in  the  water  passing  through  the  walls  of  the 
celloidin  sac.    The  temperature  was  about  20  °  C.    The  disappearance  of  the 

TABLE  XIV. 


Day  of  Experiment 

No.  of  Colonies  of 
Typhoid  Bacilli 

K'acillus  typhosus 
-f  =  present 
0  =  absent 

1 
2 
3 
4 

0 

6-10 

900 
860 

2 

0 

O^f  infected) 

0»* 

0 

0 
0 
0 
0 

*  A  few  saprophytes  appeared  on  the  plates. 

**  The  cultures  showed  an  overgrowth  of  saprophytes. 
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typhoid  bacillus  was  sufficiently  rapid  to  justify  the  conclusion  that  the  toxic 
agent  passed  rapidly  through  the  walls  of  the  celloidin  sac.  The  results 
appear  in  Table  XIV. 

In  addition  to  the  above  experiments  with  the  water  of  Lake 
Michigan  and  the  Chicago  River,  three  experiments  were  conducted 
to  determine  the  longevity  of  B.  dysenteriae  Shiga  in  these  waters. 

Experiment  27.— To  500  c.c.  of  raw  (unheated)  water  of  Lake  Michigun, 
taken  from  the  tap  in  Dr.  Zeit's  laboratory  and  estimated  to  contain  200 
organisms  per  cubic  centimeter,  was  added  1  c.c.  of  1 :  100  dilution  in  sterile 
salt  solution  of  a  twenty-four-hour  agar  culture  of  B.  dysenteriae  Shiga,  Race 
"Ridgely."'  This  was  estimated  by  culture  methods  to  give  a  seeding  of 
approximately  22,000  bacilli  per  cubic  centimeter.  After  agitation  to  insure 
even  seeding,  the  water  was  distributed  to  the  celloidin  sacs  in  amounts  of 
20  c.c.  each,  by  means  of  a  sterile  pipette. 

Cultures  were  made  daily  in  agar,  and  the  dysentery  organism  was  isolated 
by  the  method  of  Plexner.  Colonies  which  appeared  in  the  second  twenty- 
four  hours  were  subcultured  on  slanted  glucose  litmus  agar.  The  identity  of 
the  B.  dyeenterise  was  established  by  culture  methods  and  by  means  of  its 
reaction  with  antidysenteric  serum. 

Large  numbers  of  the  dysentery  organism  were  recovered  on  the  first  day, 
a  few  on  the  second,  and  none  at  all  on  the  third  day.  Later  search  showed 
their  entire  disappearance.  Special  methods  (agglutination  with  antidysen- 
teric serum  in  a  manner  similar  to  the  method  of  Schepilewsky  for  the 
isolation  of  the  typhoid  bacillus)  gave  negative  results  on  the  fifth,  seventh, 
and  tenth  days. 

Experiment  28. — Eight  hundred  c.c.  of  the  water  of  the  Chicago  River 
were  seeded  with  a  small  loopful  of  B.  dysenteriae  Shiga,  Race  K-72^  giving 
an  estimated  seeding  of  about  700,000  per  cubic  centimeter.  The  germ  con- 
tent of  the  water  before  seeding  was  estimated  to  be  about  80,000  per  cubic 
centimeter.  After  agitation  the  infected  water  was  placed  in  a  parchment  sac 
and  suspended  in  the  Chicago  River  at  Ashland  bridge,  as  in  Experiment  19. 

The  method  of  search  for  the  dysentery  bacillus  and  the  result  of  the 
experiment  were  the  same  as  in  the  preceding  one,  except  that  in  this  case 
two  colonies  of  the  dysentery  organism  were  recovered  on  the  third  day. 

Eocperiment  29,~Raw  water  of  the  Chicago  River,  estimated  to  contain 
640,000  water  and  sewerage  organisms  per  cubic  centimeter,  was  used  in  this 
experiment.  Five  hundred  c.c.  were  seeded  with  1 :  100  of  a  small  loopful  of 
a  twenty-four-hour  culture  of  the  dysentery  bacillus.  Race  "Ridgely"  being 
used,  giving  a  seeding  of  22,000  per  cubic  centimeter.  The  infected  water 
was  distributed  to  celloidin  capsules,  which  were  sealed  and  immersed  in  the 
river  as  in  the  other  experiments. 

1 A  subcultare  of  a  dysentery  or^ranism  isolated  from  a  case  of  "summer  diarrhea  "  at 
the  Thomas  Wilson  Sanitarium,  Mount  Wilson,  Baltimore  county,  Md.,  during  the  summer 
of  1908.   The  type  is  now  distiniTui^hed  as  the  mannito-fractor  form  of  the  dysentery  organism. 

2  A  subculture  of  a  culture  of  the  dysentery  bacillus  kept  at  the  pathological  laboratory 
of  Johns  Hopkins  University,  said  to  be  a  subculture  of  the  original  organism  isolated  by 
Shiga  from  a  case  of  epidemic  dysentery  in  Japan.  This  organism  is  now  distinguished  as 
the  non  mannite-fractor  type  of  the  dysentery  organism. 
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Search  was  made  for  the  dysentery  organism  as  in  the  two  preceding 
experiments,  the  bacillus  being  recovered  on  the  first  day  but  not  later. 
Special  methods  were  used  on  the  seventh  and  ninth  days,  without  positive 
results. 

TABULATED  SUMMARY  OF  EXPERIMENTS. 

TABLE  XV. 

A.    Longevity  op  Bacillus  typhosus  in  Lake  Michigan  Tap  Water. 


Last  Day 

on  Which 

Ih^phoid 

BacUli 

Were 

No.  of 
Experi- 
ment 

Container 

Kind  of 
Water  in 
Container 

No.  of 

Saprophytes 

per  1  c.c. 

No.  of 
Typhoid 

Bacilli 
per  1  c.c. 

No.  of 

Days 

Examined 

Found 

1 

Glass  recept. 

Raw 

85 

1,000,000 

14 

6 

2 

Baw 

180 

4  loops  full  to 
1,000  c.c. 

12 

i 

3 

*' 

Raw  with 

5,800,000 

4  loops  full  to 
1,000  C.C. 

8 

Immediate 

excreta 

platinf? 

only 

4 

it 

Sterilized 

0 

1,500.000 

40 

*h 

5 

'* 

Filtered 

0 

500 

10 

4 

6 

Parchment 
sac  suspend- 
ed in  flowing 
tap  water 

Raw 

2,000 

540,000 

10 

t 

7 

*' 

Raw 

200-2,000 

4.y).O0O 

15 

5 

8 

•' 

Raw 

85 

1,000,000 

14 

8 

9 

" 

Sac  suspend- 
ed in  air 

85 

1,000,000 

14 

5 

10 

tt 

Raw 

180 

3.O0O.O0O 

9 

6 

11 

" 

Raw 

180 

2,300.000 

10 

7 

12 

*' 

Sterilized 

0 

1,000,000 

15 

15 

13 

Bottle,  4-oz. 

Sterile  salt 
solution  0.6% 

0 

llOBO 

10 

10 

14 

Celloidin  sacs 
suspended 
in  flow  ins: 

Raw 

68 

1,000,000 

14 

1 

tap  water 

15 

Sterilized 

0 

1,000,000 

15 

15 

B 

LONGEVIT\ 

OP  Bacillus  typhosus 

IN  Chicago  River  Water. 

No.  of 
Experi- 
ment 

Container 

Kind  of 
Water  in 
Container 

No.  of 

Saprophytes 

per  1  C.C. 

No.  of 
per  1  C.C. 

No.  of 
Examined 

Hast  Day 
on  Which 

Were 
Found 

16 

Bottle 

Filtered  20^  C. 

1,-^00,000 
before  flit. 

500 

10 

1 

17 

Bottle 

Filt.  1-8-  C. 

2,000,000 
before  flit. 

1,000 

10 

4 

18...... 

Test  tubes 

Filtered,  kept 
frozen 
Raw 

1,000,000 
before  filt. 

600 

10 

1 

19 

Parchm.  sac 

2,000,000 

2,000,000 

4 

3 

susp.  in  river 

20 

** 

Raw 

2,.500,000 

1,. 500,000 

10 

2 

21 

*' 

Raw 

2,500,000 

2,000,(100 

10 

3 

22 

** 

Raw 

80,000 

20,000 

10 

3 

23 

♦♦ 

Sterilized 

0 

1,500,000 

10 

•> 

24....:. 

Celloidin  sacs 
susp.  in  river 

Raw 

640,(100 

11,000 

10 

1 

25 

*• 

Filtered 

0 

572 

10 

4 

26 

Sterilized  salt 
solution  O.&t 

0 

900 

10 

2 
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C.    Longevity  op  Dysentery  Bacilli  in  Lake  Michigan  Tap  Water  and^ 

Chicago  River. 


Last  Day 

No.  of 

Kind  of 

No.  of 

No.  of 

No.  of 

on  Which 
Dysentery 

BaciUi 

Were 

Experi- 

Container 

Water  in 

Saprophytes 

Shiga  Bacilli 

Days    ^ 

ment 

Container 

per  1  c.c. 

per  1  c.c. 

Examined 

Found 

27 

Celloidinsacs 
suspended  in 
nmning  tap 
water 

Tap  water 

If 000,000 

22,000 

10 

2 

2» 

Parchm.  sac 
susp.  in  river 

Raw  river 
water 

80,000 

700,000 

10 

S 

29 

Celloidin  sacs 
susp.  in  river 

Raw  river 
water 

640,000 

22,000 

10 

1 

EXPERIMENTS  CONDUCTED  IN  THE  CHICAGO  DRAINAGE 
CANAL  (E.  O.  J.). 

The  data  of  the  more  representative  individual  experiments  are 
presented  in  tabular  form,  and  the  results  of  all  the  experiments 
are  summarized.  Some  general  statements  regarding  method  of 
experimentation  must  first  be  made. 

A  suspension  in  sterile  water  of  twenty-four-hour-old  agar 
growths  was  used  for  inoculating  the  sacs,  and  in  each  case  a 
numerical  determination  was  made  to  ascertain  the  number  of 
bacilli  present  in  one  cubic  centimeter  of  the  contents  of  the  sacs, 
immediately  after  inoculation.  The  character  of  the  sewage  into 
which  the  bacteria  were  introduced  was  also  determined  bacte- 
rially,  and  in  some  cases  chemically  also.  The  composition  of 
the  fluid  in  the  Chicago  Drainage  Canal  is  that  of  a  dilute  sewage, 
as  shown  by  the  following  analyses : 


Apbil-Jume,  1900 

At  Mouth  of  Canal 

(KedzieAvo.)— 

Average  of  9  Weekly 

Determinations 

Bear  Trap  Dam  at 

Lockport  — 

Average  of  11  Weekly 

Determinations 

Tcitftl  rBsidnd  on  OT&Dor&tion 

196 

Dissolved  residue  on  evaporation 

183 

Chiorin 

Oxviren  consumed  (total) 

12.7 
6  27 

Oxygen  consumed  (dissolved) 

""l'.3i" 

499.499 

1,332,000 

4  97 

Nitroiren  as  free  ammonia 

1  33 

Nitrogen  as  albuminoid  ammonia 

0.347 

Bacteria  oer  cubic  centimeter 

1,167,000 
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*  The  amount  of  water  flowing  over  the  Bear  Trap  Dam  at 
Lockport  ranged  from  250,000  to  290,000  cubic  feet  per  minute, 
and  averaged  about  275,000  (October  1  to  November  9,  1903). 

The  following  analyses  were  made  during  the  conduct  of  the 
experiments : 


Db  AiN  AOE  Canal 

AT  ROBET  St. 

Drainage  Canal,  Beab  Trap 
Dam,  Lockport 

Oct.  9,  1903 

Oct.  12, 1903 

Oct.  14, 1903 

Total  nitrogen  (Kjeldahl) 

1.530 
0.839 
13.3 

2.254 
1.174 
12.0 

1  448 

Nitroiren  as  freo  ammonia 

1  302 

ClilorTn 

1^  0 

The  changes  that  occur  in  the  water  in  the  sacs  (uninfected) 
are  to  a  considerable  extent  independent  of  the  composition  of  the 
canal  water  in  which  the  sacs  are  suspended.  The  -nature  of 
these  changes  is  shown  in  the  following  instances : 


A 

Comp.  of 

Canal  Water 

(Lockport) 

B 

Comp.  of  Water 

in  Coot.  Sacs 

Filled  3  Days 

Prev.  with 

Canal  Water,(A) 

C 

Initial  Comp. 

of  Canal 

Water 

D 
(C),  after  Re- 
maining in 
Sacs  12  Days 

Total  N.  (Kjeldahl).... 
Albuminoid  ammonia.. 
Free  ammonia 

2.254 
0.476 
1.174 
104.0 
12.0 

1.72 
0.358 
1.484 

57.0 

12.0 

1.539 
0.5(i2 
0.8388 

88.0 

13.3 

1.809 
0.548 
0.524 

Oxygen  consumed 

Chlorin 

52.6 
9.91 

In  the  early  experiments  the  numbers  of  typhoid  bacteria  intro- 
duced ranged  from  500  to  about  15,000  per  cubic  centimeter,  but  in 
the  later  ex[jeriments  much  larger  numbers  of  bacteria  were  intro- 
duced. In  one  case  as  many  as  857,000  per  cubic  centimeter 
were  inoculated  into  the  contents  of  a  sac.  Before  beginning  the 
experiments  it  was  anticipated  that  typhoid  bacilli  would  be  found 
in  considerable  numbers  on  the  third  and  fourth  days,  and  conse- 
quently no  examination  of  the  contents  of  the  sacs  was  made  until 
after  several  days  had  elapsed.  But  the  negative  outcome  of 
these  early  experiments  showed  that  the  death  of  the  typhoid 
bacilli  took  place  sooner  than  had  been  conjectured ;  and  in  the 
later  tests  it  was  found  that  the  greatest  mortality  occurred  during 
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the  first  forty-eight  hours.  The  samples  of  water  from  the 
infected  sacs  were  collected  with  sterilized  50  c.c.  pii)ettes,  trans- 
ferred to  sterilized  collecting  bottles,  and  brought  immediately 
to  the  laboratory,  where  they  were  plated  in  the  various  media. 
It  was  found  that  the  best  results  in  differentiation  were  obtained 
when  the  plates  were  incubated  twenty-four  to  forty-eight 
hours. 

The  colonies  were  usually  examined  after  twenty-four  hours,  a 
selection  made,  and  then  the  plate  was  returned  to  the  incubator, 
and  a  second  examination  made  twenty-four  hours  later.  Except 
in  the  case  of  those  samples  removed  from  the  sacs  within  the  first 
few  hours  after  inoculation,  when  the  number  of  typhoid  colonies 
was  very  large,  an  attempt  was  always  made  to  pick  off  all  typhoid- 
like colonies  developing  on  each  plate.  Within  three  or  four 
days  after  the  inoculation  of  the  sac,  however,  the  number  of 
typhoid-like  colonies  always  diminished  so  greatly  that  colonies 
bearing  a  more  or  less  remote  resemblance  to  typhoid  colonies  had 
to  be  taken  for  examination.  The  colonies  thus  selected  as  show- 
ing the  closest  resemblance  to  typhoid  colonies  were  transferred 
to  tubes  of  glucose  agar,  and  these  tubes  were  incubated  for  forty- 
eight  hours.  Those  in  which  gas  production  occurred  were  at 
once  discarded,  and  from  the  tubes  retained  inoculations  were 
made  into  milk. 

A  forty-eight-hour  growth  in  milk  at  37°  C.  eliminated  a  con- 
siderable proportion  of  those  cultures  that  passed  the  glucose 
agar  test.  Those  that  gave  a  typhoid-like  growth  in  milk  were 
inoculated  into  dextrose  litmus  broth  and  into  gelatin — -a  proce- 
dure which  effected  some  further  reduction  in  the  number  of 
typhoid-like  colonies,  although  not  nearly  so  many  were  thrown 
out  as  in  the  glucose  agar  and  the  milk  tests. 

Parallel  cultures  were  made  in  each  medium  with  the  strains 
of  typhoid  bacilli  used  in  the  experiment,  and  only  those  cultures 
showing  wide  and  unmistakable  divergence  from  the  parent  stock 
were  rejected. 

Finally,  the  bacteria  that  passed  all  the  cultural  tests  were 
examined  in  regard  to  their  agglutinability,  a  serum  (from  the 
rabbit)  being  used  which  agglutinated  the  homologous  strain  in 


Digitized  by 


Google 


(568 


E.  O.  Jordan,  H.  L.  Russell,  F.  R.  Zeit 


a  1:1,000  dilution.  No  instance  was  found  where  a  bacillus,  that 
had  passed  all  the  cultural  tests  enumerated  above,  failed  to 
agglutinate  in  an  appropriate  dilution. 

Many  colonies  that  were  picked  oflf  because  they  presented  a 
typhoid-like  appearance  on  the  plates  afterward  proved  not  to  be 
Bacillus  typhosus,  but  were  found  to  belong  to  the  fluorescent 
group  of  bacteria.  By  far  the  larger  number  of  the  organisms 
that  passed  the  glucose  agar  test  and  were  afterward  rejected 
belonged  to  this  class. 

It  was  considered  important  to  determine  to  what  extent  the 
lodgment  of  bacteria  on  the  walls  of  the  sacs  was  responsible  for 
the  disappearance  of  bacteria  from  the  water  in  these  sacs. 
Accordingly  several  sacs  had  the  walls  carefully  swabbed  with  a 
pledglet  of  sterile  cotton  on  the  end  of  a  rod,  and  samples  of  the 
contents  of  these  sacs  were  taken  before  and  after  the  swabbing. 
The  counts  showed  in  some  cases  a  slight  increase  in  numbers, 
indicating  that  some  bacteria  had  become  attached  to  the  walls  of 
the  sacs  and  were  dislodged  by  the  swabbing  process,  but  in  no 
case  was  such  increase  very  marked. 

One  of  these  comparisons  of  the  colony  count  before  and  after 
swabbing  is  given  in  the  following  table : 

TABLE  XVI. 
Drainage  Canal  at  Lookport — Comparison  of  Sao  Lj  Before  and  After 

Swabbing. 


Sac  No. 

Time 

AFTER 

Inocula- 
tion 

No.  of  Colonies  per  c.c. 

Colonies 
Fished 

Typhoid 
Colonies 

FOOND 

Medium 

48  br.  count 

L| 

L, 
After  swabbing 

3  days 
3  days 

Drigalski 
Horrocks 

Hiss 

Drigalski 
Horrocks 
Hiss 

3 

36 

232 

11 

28 
280 

10) 

{20 
10) 

OVO 

oi 

> 

A  tabulated  summary  of  typical  experiments  conducted  in  the 
manner  above  described  is  contained  in  the  following  tables: 
(XVII-XXIII). 
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TABLE  XVIL     . 
Drainage  Canal  at  Lockpobt. 


Initial  colony  count  sewage  bacteria 
Initial  colon  bacilli  -       ■       .       . 
Initial  streptococci        .       .       .       . 


110,000 
4,000-6,000 
1,000 


B.  typhosus.  Strain  (x),  was  added  to  this  sewage  in  such  numbers  that  each  sac  con- 
tained approximately  12,000  typhoid  bacilli  per  cubic  centimeter. 


Time  after 
Inoculation 


1  day.. 

1  day.. 

2  days 

2  days, 

3  days. 
3  days, 
3  days, 
3  days. 
3  days, 
5  days, 
5  days. 
5  days, 
7  days, 
7  days. 
9  days, 
9  days 
9  days 
9  days 


Sac  No. 


B; 


Amount 
Plated 
in  c.c. 


1.0 
0.1 
1.0 
0.1 
1.0 
1.0 
J.O 
1.0 
1.0 
1.0 
1.0 
1.0 
1.0 
1.0 


Medium 


Drigalski 

Horrocks 

Drigalski 

Horrocks 

Drigalski 

Drigalski 

Hornicks 

Horrocks 

MacConkey 

Drigalski 

Horrocks 

MacConkey 

Drigalski 

Horrocks 

Neutral  agar 

Drigalski 

Horrocks 

MacConkey 


Colonies 

Colonies 

on  Plate 

Fished 

20  ^ 

30  r^ 

^^ 

3 

2 

19 

3 

7j 

86 

8/ 

50 

8^24 

166 

si 

120 

20^^* 

170 

201 

ih 

10, 

Typhoid 

Colonies 

Found 


During  the  conduct  of  this  experiment,  October  5-14,  the  temperature  of  the  air  ranged 
from  14°  to  19°  C,  and  of  the  water,  from  14..5''  to  17"  C. 

TABLE  XVIIL 
Drainage  Canal  at  Lockport. 


Initial  colony  count  sewage  bacteria 
Initial  colon  bacilli    -       .       .       . 
Initial  Streptococci       -     .- 


110,000 
4,000-6,000 
1,000 


B.  typhosus,  Strain  (x),  was  added  to  this  sewage  in  such  numbers  that  each  sac  con- 
tained approximately  600  typhoid  bacilli  per  cubic  centimeter. 


Time  after 
Inoculation 

Sac  No. 

Amount 
Plated 
in.c.c. 

Medium 

Colonies 
on  Plate 

Colonies 
Fished 

Typhoid 
Colonies 
Found 

1  day 

1.6 
1.0 
1.0 
1.0 
10 
1.0 
1.0 
1.0 
1.0 
1.0 
1.0 

Drigalski 

Horrocks 

Drigalski 

Horrocks 

Drigalski 

Horrocks 

MacConkey 

Drigalski 

Horrocks 

MacConkey 

Drigalski 

Horrocks 

Drigalski 

Horrocks 

MacConkey 

2S6 
130 
270 

30/ 

10^50 

10) 

^) 
8V24 

H) 

«|.2 

5) 

4V10 

1) 

1  day 

0 

2  days 

2  days 

0 

3  days 

3  days 

0 

3  days 

5  days 

5  days 

0 

5  days 

7  days 

7  days 

0 

9  days 

9  days 

0 

9  days 

During  the  conduct  of  this  experiment,   October  5-14,  the*  temperature  of  the  air 
ranged  from  14"  to  19'  C,  and  of  the  water,  from  14.5"  to  17°  C. 
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TABLE  XIX. 
Drainage  Canal  at  Lockpoht. 


Initial  colony  count  sewage  bacteria 
Initial  colon  bacilli    .       -       -       ■ 
Initial  streptococci 


110,000 
4,000-6,000 
1,000 


B.  typhosus,  Strain  (y),was  added  to  this  sewage  in  such  numbers  that  each  sac  con- 
tained approximately  180  typhoid  bacilli  per  cubic  centimeter.  The  bacilli  were  added  in 
r>  ex.  of  urine  from  a  typhoid  patient. 


Time  after 
Inoculation 

Sac  No. 

Amount 
Plated 
in  C.C. 

Medium 

Colonies 
on  Plate 

Colonies 
Fished 

Typhoid 

Colon  i«*s 

Found 

I  day 

>4 

1.0 
1.0 
1.0 
1.0 
1  0 
1.0 
1.0 
1.0 
1.0 
1.0 

Drigalski 

Horrocks 

Drigalski 

Horrocks 

MacConkey 

Drigalski 

MacConkey 

Drigalski 

Horrocks 

MacConkey 

»> 

8-20 

^) 

6^20 
6) 

1  day 

0 

3  days 

8  days 

0 

3  days 

5  days 

5  days 

0 

7  days 

7  days 

7  days 

0 

During  the   conduct  of  this  experiment,  October  .S-U,  the  temperature  of  the  air 
ranged  from  IV  to  19°  C,  and  of  the  water,  from  14.5"  to  17°  C. 


TABLE  XX. 

Drainage  Canal  at  Lockport. 

Initial  colon  bacilli 1,000 

Initial  streptococci 2,000 

B.  typhosus,  Strain  (y),  was  added  to  this  sewage  in  such  numbers  that  each  sac  con- 
tained approximately  960,000  typhoid  bacilli  per  cubic  centimeter. 


Time  after 
Inoculation 


lOmin.  . 
lOmin.  . 
lOmin.  . 

2  days. 

2  days. 

2  days. 

3  days- 
3  days. 
3  days. 
3  days. 
3  days. 
3  days. 
5  days. 
5  days. 
5  days. 
•*>  days. 
5  days. 
7  days. 
7  days. 
7  days. 
7  days. 

10  days . 


Sac  No. 


pi 


O. 

pi 
O, 


Amount 
Plated 
in  c.c. 


0.001 
0.001 
0.001 
0  1 
0.1 

0  01 

1  0 
0.1 
1.0 
0.1 
1.0 
0.1 
0.1 
1.0 
1  0 
0.1 
0.1 
1.0 
1.0 
1.0 
0.1 
1.0 


Medium 


Drigalski 

Horrocks 

Hiss 

Drigalski 

Hiss 

Hiss 

Drigalski 

Drigalski 

MacConkey 

MacConkey 

Horrocks 

Neutral  agar 

Drigalski 

Drigalski 

MacConkey 

Hiss 

Neutral  agar 

MacConkey 

Hiss 

MacConkey 

Hiss 

Hiss 


Colonies 
on  Plate 


45 

160 

230 

410 

5,700 


270 


250 
5,840 


126 

'J&O 
82 

370 
85 


Colonies 
Fished 


15) 
25  f 
25) 

10  1 

10 

10 

13 

10, 

31 
14 
21 

2 

6 


65 


46 


19 


(23 


Typhoid 
Colonies 
Found 


IS) 

17^63 

33) 


During  the  conduct  t>f  this  experiment,  October  17-27,  the  temperature  of  the  air 
rangeil  from  10^  to  17.5°  C,  and  of  the  water,  from  10"  to  14.5*  C. 
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TABLE  XXI. 
Drainage  Canal  at  Robey  Street. 

Initial  colony  count  sevrage  bacteria 240,000 

Initial  colon  bacilli 1,000 

B.  typhosus,  Strain  (z),  was  added  to  this  sewa^  in  such  numbers  that  each  sac  con- 
tained approximately  285,000  typhoid  bacilli  per  cubic  centimeter. 


Time  after 
Inoculation 


1  hour.. 

1  hour.. 

1  hour . . 

1  hour.. 
30  hours. 
20  hours . 
20  hours. 
20  hours. 
28  hours. 
28  hours. 
28  hours. 
28  hours. 
2  days  . . . 
2  days  . . . 

2  days 

3  days . . . 

3  days  . . . 

4  days . . . 

4  days . . . 

5  days . . . 

5  days  . . . 

6  days . . . 

7  days . . . 

7  days  . . . 

8  days . . . 
8  days . . . 


Sac  No. 


P. 


A  mount 
Plated 
in  c.c. 


0.001 

0.001 

0.0001 

0.001 

0.001 

0.001 

O.'Ol 

0.01 

0.01 

0.001 

0.01 

0.01 

0.01 

0.01 

0.1 

0.01 

0.1 

0.1 

1.0 

0.1 

1.0 

0.1 

0.1 

10 

6.1 

1.0 


Medium 


Hiss 

Driffalski 

Drifralski 

MacConkey 

Hiss  ^ 

Neutral  afcar 

Drigalski 

MacConkey 

Hiss 

Hiss 

DriKalski 

MacConkey 

Hiss 

MacConkey  i 

MacConkey 

Hiss 

Hi.sH 

Hiss 

Driflralski'^ 

HiBs 

Driffalski 

Hiss 

Hiss 

Drif^alski 

Hiss 

MacConkey 


Colonies 
on  Plate 


4.30 
80 

'2i6 

440 

610 

15 

1,780 

1,350 

"m 

43U 
17.3 

108 
1H2 

3,466 
45 
105 
32 
],.344 
1,130 
160 
440 
120 


Colonies 
Fished 


61 


25^) 

3f*® 

15  J 
371 

?r 

33'] 

4 

3 
21 J 

3^69 

1(31 

^^(21 

^0(,6 
32-32 

1f» 

31(35 


Tyuhoid 

Colonies 

Found 


201 


15  J 
13) 


121 


5  J 
241 

1 


>46 


21 J 


•I' 

0 

0 

0 
0 

0 

0 


During  the  conduct  of  this  experiment,  October  25  to  November  4,  the  temperature  of 
the  air  ranged  from  6"  to  13"  C,  and  of  the  water,  from  9.5°  to  12   C. 

TABLE  XXII. 
Drainage  Canal  at  Robey  Street. 

Initial  colony  count  sewage  bacteria 240,000 

Initial  colon  bacilli 1,000 

B.  typhosus.  Strain  <z),  was  added  to  this  sewage  in  such  numbers  that  each  sac  con- 
tained approximately  285,000  typhoid  bacilli  per  cubic  centimeter. 


Time  after 
Inoculation 

Sac  No. 

Amount 
Plated 
in  c.c. 

Medium 

Colonies 
on  Plate 

1,130 
229 

6,120 

i,m 

97 
1,540 

83 

1,296 

670 

44 
1,890 
l.ttH) 
1,460 
140 
1,8:0 

86 

Colonies 
Fished 

Typhoid 

Colonies 

Found 

3  days 

3  days 

3  days 

4  days 

4  days 

ii^y» 

5  days 

6  days 

6  days 

7  days 

7  days 

P. 

0.01 

0.1 

0.01 

0.1 

1.0 

0.1 

1.0 

0.1 

1.0 

0.1 

0.1 

1.0 

0.1 

0.1 

0.1 

1.0 

0.1 

1.0 

Hiss 
Drigalski3 
MacConkey 

Hiss 
MacConkey  ♦ 

Hiss 

MacConkey 

Hiss 

Drigalski 

Hi.ss 

Neutral  agar 

•  Drigalski 

Hiss 

Hiss 

Neutral  agar 

MacConkey 

Hiss  5 
MacConkey 

1*^ 

IH— 18 

»; 

13-41 
'20  \ 

13  S-" 

0 

0 
0 
0 

0 

7  days 

8  days 

0 

9  days 

9  days 

0 

9days 

10  days 

10  days 

0 
3 

During  the  conduct  of  this  ex[>eriment,  October  25  to  November  4,  the  temperature  of 
the  air  ranged  from  6'  to  13*  C,  and  of  the  water,  from  9.5   to  12   C. 
1  All  typhoid-like  colonies  on  MacConkey  fished. 

3  All  typhoid-like  colonies  on  Drigalski  fished. 

8  All  typhoid-like  colonies  on  MacC^onkey  and  Drigalski  fished. 

4  All  typhoid-like  colonies  on  MacConkey  fished. 

3  All  surface  typhoid-like  colonies  on  Hiss  and  MacConkey  fishe<l. 
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TABLE  XXIII. 
Dbainaob  Canal  at  Robet  Stbeet. 

Initial  colony  count  sewage  bacteria 240,000 

Initial  colon  bacilli 1,000 

B.  typhosus.  Strain  (y),  was  added  to  this  sewage  in  such  numbers  that  each  sac  cod- 

tained  approximately  857,000  typhoid  bacilli  per  cunic  centimeter.    The  bacilli  were  added 

in  50  c  c.  of  urine  from  a  typhoia  patient. 


Time  after 
Inoculation 


Sac  No. 


Amount 
Plated 
in  c.c. 


Medium 


Colonies 
on  Plate 


Colonies 
Fished 


Typhoid 

Colonies 

Found 


20  hours. 
20  hours. 
20  hours. 
20  hours. 
20  hours. 
28  hours. 
28  hours. 
28  hours. 
2  days... 
2  days . . . 
2  days. .. 

2  days... 

3  days... 
3  days... 

3  days. .. 

4  days... 

4  days... 
.')  days ... 

5  days. .. 

6  days. .. 

6  days. .. 

7  days... 

8  days-.. 

9  days — 
9  days. .. 


Ni 


0.001 

0.001 

0.001 

0.01 

0.01 

0.01 

001 

0.01. 

0.01 

0.1 

0.01 

0.1 

0.01 

0.1 

0.01 

0.01 

0.1 

0.1 

1.0 

0.1 

1  0 

01 

0.1 

0.1 

1.0 


Hiss 

Neutral  agar 

Drigalski 

»    Drigalski 

MacConkey 

Hiss 

Drigalski 

MacConkey 

Hiss 

Drigalski 

MacConkey  1 

MacConkey 

Hiss  3 

Drigalski 

MacConkey 

Hiss  8 

Hiss 

Hiss 

Drigalski 

Neutral  agar 

Drigalski 

Hiss 

Hiss 

Hiss 

MacConkey 


730 

1,0.0 

118 

960 
540 
380 
382 


1,0T2 

4,000 

520 

2,010 

7,266 
230 

1,490 
180 

1,890 

1,H90 

17,400 

214 


oi-20 


52 


35 


43 


r 


During  the  conduct  of  this  experiment.  October  25  to  November  4,  the  temperature  of 
the  atr  ranged  from  6'  to  IS'  C,  and  of  the  water,  from  0  5"  to  12'  C. 


TABLE  XXIV. 
Drainage  Canal  at  Robey  Strbbt- 


-  Summary. 


No 
Typh. 
Bac. 

In- 

TROD. 

1  Hour          1         20  Hours 

28  Hours 

2  DATS 

Svc 
No. 

No.  Col. 
Taken  in 

TVph.      No- Col- 
F6und    Taken  in 

1 

No. 
Found 

No.  Col. 
Taken  in 

No. 
Found 

No.  Col. 
Taken  in 

No. 
Found 

P. 

2fi0fiOO 
2H5  000 

c.c. 

0.0001..  3 
0.001... 46 

1  c.c. 
2      1  0.001... 47 
39      1  0.01....  7 

j  0*00l!!*.26 

16 
5 

'5 
15 

•• 

C.C. 

0.001...  4 
0.01.... 57 

1 
45 

43 

c.c. 

0.01. ...62 
1.0 7 

d.b'l".*.*.!28 
0.1 24 

1 
0 

N. 

867,000 

857,000 
11,500 
11,500 
11,500 

670 

fTJO 
18,000 
18,000 
18,000 

900 

25,000 
25,000 
16,8O0 

0.01. ...57 

7 

N. 

U.U1 Z4 

2 

F. 

F 

Fi 

G. 

0.1 25 

1.0 10 

0 

G- 

•• 

■ 

0 

H 

H 

h' 

I. 

0.1 25 

1.0 10 

0,1 11 

i.o  ■..*;.'  "9 

0 

Ri 

0 
0 

R, 

s. 

0 

Total 

49 

41 

104 

41 

118 

89 

221 

10 

.-Ml  typhoid-like  colonies  on  MacConkey  (0.01)  fished. 

2  No  surface  typhoid-like  colonies  on  Hiss  (0.01)  and  Drigalski. 

3  All  surface  typhoid-like  colonies  on  Hiss  fished. 
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TABLE  XXiy— Continued, 


No. 
Ttph. 
Bac. 

In- 

TROD. 

3  Days 

4  Days 

5  Days 

6  Days 

Sac 
No. 

No.  Col. 
Taken  in 

No. 
Found 

No.  Col. 
Taken  in 

No. 
Found 

No.  Col. 
Taken  in 

No. 
Found 

No.  Col. 
Taken  in 

No. 
Found 

Pi 

P, 

N, 

F. 

285,000 
285,000 
857,000 

857,000 

11^00 

11,500 

11,500 

670 

670 

18,000 

18.000 

18,000 

900 

25,000 

25.000 

16,800 

C.C. 

0.01.... 25 
0.1  ....  6 
0.01. ...16 
0.01....  3 
0.01. ...48 
0  1  ....  8 

0 
0 
0 

C.C. 

0.1 15 

1.0 6 

0.1 13 

1.0 5 

0.01.... 25 

0.1 10 

0.01....  6 

0.1 8 

1.0 25 

0 
0 
0 
0 
0 
0 
0 
0 
0 

'6 
0 

0 

C.C. 

0.1 10 

1.0 6 

0.1 2ii 

1.0. ...  10 

0.1 16 

10 7 

0.1 15 

1.0 14 

0 
0 
0 
0 
0 
0 
0 
0 

c.c. 

0.1 32 

0 

0 
0 
0 

0.1 4 

1.0 6 

10 12 

1.0 20 

0 
0 

0 

0 

F 

f! 

1.0 15 

1.0 50 

1.0 19 

0 

H 

h! 

f 

1.0 15 

1.0 17 

0 

R. 
R. 

s, 

6.o6i!!.'i9 

0.0001..  4 
0.001... 13 

0 
0 
0 

0.01.... 12 
0.01.. ..14 

0 
0 

Total 

142 

0 

193 

0 

127 

0                 133 

0 

TABLE  XXIV,— Continued, 


No. 
Typh. 
Bac. 

In- 

TKOD. 

7  Days 

8  Days 

9  Days 

10  Days 

Sac 
No. 

No.  Col. 
Taken  in 

No. 
Typh. 
Found 

No.  Col. 
Taken  in 

No. 
Typh. 
Found 

No  Col.. 
Taken  in 

No. 
Found 

No.  Col. 
Taken  in 

No. 
Found 

P, 

285,000 
285,000 
857,000 

857,000 

11,500 

11,600 

11,500 

670 

670 

18,000 

18,000 

18,000 

900 

25,000 

25,000 

16,800 

C.C. 

0.1 28 

1.0 8 

0.1 16 

1.0 2 

1.0 25 

0 
0 
0 
0 

0 

6 

'6 
0 

C.c. 

0.1 31 

1.0 4 

0.1 18 

1.0 23 

0 
0 

0 
0 

c.c. 

0 
0 
0 
0 
0 
0 

c.c. 

P. 

0.1 21 

1.0 20 

0.1 13 

10 19 

0.1 8 

1.0 21 

0.1 24 

1.0 13 

0 
3 

Nj 

N, 

O.i 35 

1.0 24 

6 

F, 

0 

F, 

1.0 15 

f5 

«' 



o. 

i.6 23 

10 22 

H, 

H. 

H, 



t" 



Ri 

R 

s. 

•■ 

Total 

139 

0 

'76 

0      1              102 

0 

96 

3 
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TABLE  XXiy.—Continued. 


No. 
Typh. 
B.\c. 

In- 

TROD. 

11   D.\Y8 

14  Days 

12  Days 

Sac. 
Xo. 

No.  Col. 
Taken  in 

No. 
Typh. 
Found 

No.  Col. 
Taken  in 

No. 
Found 

No.  Col. 
Taken  in 

No. 
Typh 
Found 

P, 

285,000 

285,000 

857,000 

857,000 

11,500 

11,500 

11,500 

670 

670 

18.000 

18,000 

18.000 

900 

25.000 

25,000 

16,800 

c.c. 

6 

c.c. 

'6 
"6 

c.c. 

P, 

Ni 

N, 

F| 

F 

1.0 19 

1.0 27 

0 

f; 

i.6.  ...ii 

^' 

0 

0 

(i* 

' 

H. 

. 

H, 

1.0 14 

1.0 23 

h! 

i.O 34 

T. 

H. 

R. 

s 

Total 

33 

75 

0 

50 

« 

Total  colonies  taken  =  1,6.58 
Total  typhoid  found  =    184 

Total  colonies  taken  after  2  days  =  1,166 
Total  typhoid  found  after  2  days  =        3 


TABLK  XXV. 
Drainage  Canal  at  Lockport— Summary. 


No.  Typh. 

Bac. 

Introd. 

per  c.c. 

10  Minutes 

1  Day 

2  Days 

3  Days 

5  Days 

Sac 
No. 

No.  Col. 
Taken  in 

No.  Col. 
Taken  in 

No.  Col. 
Taken  in 

No.  Col. 
Taken  in 

"^1 

No. 

Col. 

Taken 

in 

O,  . 

3HO,000 

360,000 

12,000 
12,000 

600 

600 

ISO 

30,000 

30,000 

30,000 
1,500 

1,500 

Total 

c.c. 
0.001.... 68 

63 

c.c. 

0 

.. 

0 

6 

c.c. 
0.01. ...25 

0.1 40 

0 
0 

0 
0 

c.c. 

0.1 43 

1.0 20 

0 
0 

0 
0 

0 
0 
0 
0 
0 
0 

0 

C.C. 

0.1..  9 
1.0. .35 

1V0.V24 

1V0.V24 
1.0  .12 

0.1..  7 
1.0..  5 
1.0.. 12 

0.1..  8 
136 

'0 

Oj 

0 

B, 



60 

20 

0 



70 

'0.1 6 

1.0 13 

0 

r 

1.0 30 

1.0 20 

0.01....  8 

1.0 12 

0.01....  2 
1.0 18 

0 

Di 

1.0 13 

l;.. 

L,  .. 

0 

0 

L,  .. 

0 

M. 

0.01....  5 
1.0 5 

M, 

0 

681  63 

93 

0 

165 

0 

202 

0 
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TABLE  XXy,— Continued. 


No.Typh. 

Bac. 

Introd. 

per  C.C. 

6  Days 

7  Days 

8  Day8 

9  Dayh 

10  Days 

Sac 
No. 

No.  Col. 
Taken  in 

7: 

No.  Col. 
Taken  in 

'1 

No.  Col. 
Taken  in 

r. 

No.  Col. 
Taken  in 

No. 

Col. 

Taken 

in 

0^ 

O.  .. 

960,000 
960,000 

12,000 
12.000 

C.C. 

"6 

c.c. 

1.0 19 

0.1 18 

1.0 5 

0 
0 
0 

0 

6 

0 

c.c. 

0 

c.c. 

"6 

0 

c.c. 

iVo.Vss 

lVo'.".26 

o;.. 

0 

Bi.. 

1.0 4r> 

1.0 49 

C.   ..              600 

1.0.  ..!.'i7 

C,   ..               600 

1.0 12 

1.0 20 

1.0... .10 

IfiO 
90,000 
90,000 

90,000 
J,600 
1,500 

1.0 24 

6 

L.  . 

0 

Mi 

1   .. 

m; 

'.'.'.'.'.'."" 

Total 1              17 

1 

0 

119 

24 

0  1                 59 

0 

Ill 

0 

Total  colonies  taken  =  992 
Total  typhoid  found  =    63 

Total  colonies  taken  after  day  of  inoculation  ^  924 
Total  typhoid  found  after  10  minutes  =     0 

The  tabular  r^sum^  shows  that,  with  one  exception,  no  typhoid 
bacilli  were  found  in  plates  made  from  any  of  the  sacs  later  than 
two  days  after  inoculation.  The  decrease  in  numbers  seems 
to  be  most  marked  between  twenty-four  and  forty-eight  hours. 
In  most  instances  all  the  typhoid-like  colonies  on  the  plate  were 
taken,  and  although  1,166  colonies  in  all  were  examined,  only  three 
of-  these  proved  to  be  typhoid.  In  one  case  all  the  colonies  on 
the  plate  (1  c.c.)  were  picked  off  and  examined  (Table  XX,  10  days). 

Regarding  the  finding  of  three  colonies  of  typhoid  bacilli  on 
the  tenth  day  after  inoculation  (Table  XXII),  it  should  be  noted 
that  these  three  colonies  all  api>eared  on  a  single  plate,  and 
although  a  number  of  plates  from  this  same  sac  had  bc^en  made 
during  the  preceding  six  days,  no  typhoid  colonies  whatever  had 
been  discovered.  This  sudden  appearance  of  typhoid  bacilli  on 
a  single  plate  creates  the  suspicion  that  their  survival  may  have 
been  due  to  some  accidental  cause,  and  that  they  had  not  per- 
sisted in  the  water  of  the  sac  during  the  whole  juried  of  the 
experiment.     It  seems  a  plausible  supposition  that  these  bacilli 
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may  have  adhered  to  some  concrete  particle  in  the  sewage  when 
they  were  freshly  introduced,  and  that  this  particle  dried  upon 
the  walls  of  the  tube  and  remained  there  until  accidentally  washed 
oflf  during  the  process  of  agitating  the  contents  of  the  sac.  It  is, 
of  course,  possible  that  these  three  bacilli  were  unusually  resistant 
individual  cells  which  maintained  their  vitality  in  the  water  of 
the  sac  throughout  the  period  covered  by  the  experiment.  This, 
however,  seems  unlikely,  in  view  of  all  the  other  findings  in  the 
course  of  this  investigation,  and  the  circumstances  under  which 
these  bacilli  appeared  indicate  that  their  occurrence  was  an  acci- 
dental instead  of  a  significant  one. 

In  addition  to  the  sacs  of  sewage  infected  with  typhoid  bacilli, 
a  number  of  control  experiments  were  carried  out  upon  uninocu- 
lated  sewage  (Table  XXVI).  The  number  of  colonies  developing 
on  neutral  agar  plates,  and  also  the  number  of  colon  bacilli  and 
streptococci,  were  determined.  The  results  obtained  in  this  way 
afford  an  interesting  confirmation  of  the  results  obtained  with 
the  typhoid-infected  sacs.  The  number  of  colon  bacilli  remains 
nearly  constant  for  about  twenty-four  hours,  and  then  rapidly 
diminishes,  falling,  after  five  or  six  days,  to  a  point  far  below  the 
initial  number.  The  streptococci,  while  sometimes  more  numer- 
ous at  the  outset  than  the  colon  bacilli,  fall  more  rapidly  and 
practically  disappear  within  a  few  days  after  the  opening  of  the 
experiment.  The  number  of  the  colonies  developing  on  agar 
plates  shows  a  slight  increase  in  the  first  twenty-four  hours,  and 
then  a  decline  which  is  noticeably  rapid  and  extreme. 

TABLE  XXVI. 
Controls  (Uninoculated  Sewage). 

LOCKPORT. 


No.  Days  in  Sac 

Sac  No. 

Colony  Count 
^V^ar  37" 

No.B.coli 
in  Ice. 

No.  Streptococci 
in  1  C.C. 

Initial 

8  days 

1 

470,000 

2,000 

660 

2,r»20 

7 
8,000 

"  i.332 
11.800 

4,000-6,000 
Less  than  1,000 
30 
3 

1,000 

10 

fr-9 

6-8 

7 

1.000 
1^000 

7days 

None  in   1  c.c. 

9  days 

None  in  10  c.c. 

Initial 

2.000 

3  days 

K* 

k: 

20 

5  days 

None  in  3  c.c. 

6  days 

None  in  5  c.c. 

8  days 
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RoBBY  Street. 


No.  Days  in  Sac 

Sac  No. 

Colony  Count 
A|farS7- 

No.  B.  coli 
in  1  c.c. 

No.  Streptococci 
in  1  C.C. 

Initial 

E, 

i: 

1 

3SO,000 
21,000 
19,500 
70,200- 
17,200 
14,600 
75,600 
Too  thick  to  count 

240,000 

327,000 

826,000 

122,000 

17,000 

16,400 

17,800 

7,900 

5,960 

7,800 

4,000-6,000 

100 

70-PO 

.     liO 

90-100 

20 

4-10 

6-10 

800-1,000 

700-COO 

800 

100-200 

20 

7-8 

5-6 

8 

9 

6-8 

«,og 

2  days 

4day8 

1  in  5  c.c. 

6  days 

None  in     Vt  c.c. 

7  days 

None  in  1-10  c.c. 

11  days 

None  in   1-5  c.c. 

12  days 

None  in  2-5  c.c. 

14  days 

Initial 

20  hours 

28  hours 

2  days 

4  days 

5  days 

6  days    

7days 

8  days 

9  days 

It  may  be  concluded,  therefore,  that  the  vast  majority  of  the 
typhoid  bacilli  introduced  into  the  sewage  of  the  Chicago  Drain- 
age Canal,  under  the  conditions  which  prevailed  during  the  con- 
duct of  this  experiment,  disappear  within  two  days  after  their 
introduction,  and  that  while  it  may  be  true  that  individual  cells 
endowed  with  special  powers  of  resistance  maintain  their  vitality 
for  a  longer  period,  the  outcome  of  this  experiment  shows  that 
such  an  assumption  finds  little  warrant.  Furthermore,  assuming 
that  such  survival  of  individual  typhoid  bacilli  with  rare  powers 
of  resistance  did  sometimes  occur,  there  is  some  ground  for  sup- 
posing that  such  adaptation  to  a  saprophytic  mode  of  life  might 
be  associated  with  a  lowered  virulence.  The  facts  instanced  by 
Hankin,'  and  by  Remlinger  and  Schneider,*  regarding  the  occa- 
sional presence  in  natural  waters  of  typhoid  bacilli  apparently 
possessed  of  slight  virulence,  or  even  wholly  innocuous,  are 
sufficient  to  demand  careful  consideration  of  this  possibility. 

One  experiment  was  also  made  upon  Lake  Michigan  (tap) 
water  for  the  purpose  of  comparing  the  course  of  events  in  the 
parchment  and  celloidin  sacs  under  similar  conditions.  Large 
celloidin  sacs  with  a  capacity  of  about  700  c.c.  were  prepared,  and 
these  were  suspended  in  running  water  at  16°  C.  side  by  side  with 
parchment  sacs.  The  experiment  shows  that  even  when  a  small 
number  of  typhoid  bacilli  (3,080)  were  introduced  into  the  lake 


I  Centralbl.  f.  Bakt.,  1899,  26,  p.  504. 


2  Ann.  de  I  'Jnst.  Past,  1897, 11,  p.  .55. 


Digitized  by 


Google 


G78 


E.  O  Jordan,  H.  L.  Kcssell,  F.  R.  Zeit 


water,  survivors  could  be  found  four  days  after  inoculation,  or  twice 
as  long  as  in  the  water  of  *  the  Drainage  Canal.  Incidentally  the 
exi)eriment  aflFords  confirmatory  evidence  of  the  validity  of  the 
methods  of  isolation  employed,  since  the  presence  of  very  large 
numbers  of  water  bacteria  (over  100,000)  did  not  prevent  the 
discovery  of  the  typhoid  bacilli.  (C/  Table  XXVII,  1,  2,  and  3 
days.) 

TABLE  XXVll. 

B.  typhosus.  Strain  (y),  was' added  to  tap  water,  colony  count  65,  in  such  numbers  that 
each  sac  contained  approximately  3,080  typhoid  bacilli  per  cubic  centimeter. 


Pabchment  Sac 

Cklloidin  Sac 

Time  Aft«r  In- 
oculation 

1 
11 

'i 

§ 

li 

3*- 

11 

TJfJt4 

is 

1 

E-9 

s 

a 

1 

§ 

.11 

1  day 

Iday 

2  days  .... 

2day8.... 

3  days  .... 

3  days  — 

4  days  .... 

4  days  .... 

5  days  .... 

5  days  — 

6  days  .... 

6  days  .... 

7  days .... 

7  days  — 

8  days  .... 

8  days  .... 

9  days  .... 

9  days... 
11  days  .... 

11  days 

12  days  .... 

12  days 

13  days  .... 

13  days .... 
15  days 

15  days 

0.1 

1.0 
0.1 

1.0 
0.1 

1.0 
0.1 

1.0 
0.1 

1.0 
0.1 

1.0 
0.1 

1.0 
1.0 

1.0 
1.0 

1.0 
1.0 

1.0 
1.0 

1.0 
1.0 

1.0 
1.0 

1.0 

Hiss 

MacConkey 
Hi.ss 

MacConkey 
Hiss 

MacConkey 
Hiss 

MacConkey 
Hi.ss 

MacConkey 
Hi.ss 

MacConkey 
Hiss 

MacConkey 
Hiss 

MacConkey 
Hiss 

DriRalski 
Hiss 

Drigalski 
Hiss 

MacConkey 
Hiss 

MacConkey 
Hiss 

MacConkey 

2,800 

1,600 
31,200 

1,550 
121,400 

2,810 
119,200 

2,720 
118,(100 

2,160 
31,200 

2,600 
29,800 

2,520 
26,800 

1,670 
6,240 

1,720 
3,400 

720 
5,040 

740 
7,100 

967 
5,640 

926 

12) 
[21 

10; 

f20 
10 'l 

[20 
6\ 
14) 

[20 
6^ 
16) 

16) 

si" 

16) 
16/ 

16) 

4^ 
16) 

s\ 

12) 

si" 

10) 
■19 

> 

0) 

0/ 

0^ 
0) 

0.1 

1.0 
O.l 

1.0 
0.1 

1.0 
0.1 

1.0 
0.1 

1.0 
0.1 

1.0 
0.1 

1.0 
1.0 

1.0 
1.0 

1.0 
1.0 

1.0 
1.0 

1.0 
1.0 

1.0 
1.0 

1.0 

Hiss 

MacConkey 
Hiss 

MacConkey 
Hiss 

MacC-onkey 
Hiss 

MacConkey 
Hiss 

MacConkey 
Hiss 

MacConkey 
Hiss 

MacConkey 
Hiss 

MacConkey 
Hiss 

Drigalski 
Hiss 

Driffalski 
Hiss 

MacConkey 
Hiss 

MacConkey 
Hiss 

MacConkey 

116,000 

1,860 
88,000 

2.400 
110,400 

9,840 
36,800 

4.188 
20,100 

1,900 
10,440 

1,060 
9,200 

830 
3,4«0 

3,160 

980 
530 

72 
410 

51 
2,400 

420 
550 

180 

12) 

[20 
8^ 
14) 

> 

16) 

16) 

12) 

16) 

18) 

13) 

16) 
[20 

4) 

16  i 

3) 

W' 

oS 

:(■ 

oS 

0) 
0/ 
0,^ 

> 

0) 

of" 
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longevity  of  paratyphoid  bacilli. 

In  addition  to  the  experiments  that  were  carried  out  with  the 
typhoid  bacillus,  one  test  was  made  of  the  longevity  of  the  para- 
typhoid bacillus  (Paratyphoid  Scott)  in  the  water  of  the  Drainage 
Canal  at  Kobey  Street.  The  culture  used  was  one  isolated  in  this 
laboratory  in  June,  1903,  about  three  months  before  these  experi- 
ments were  undertaken.' 

The  methods  used  in  the  conduct  of  this  experiment  were 
precisely  similar  to  those  that  have  been  described  in  the  work 
upon  B.  typhosus,  and  the  method  of  tabulation  of  the  result  is 
also  similar  (Tables  XXVIII  and  XXIX).  In  the  case  of 
this  organism  a  general  correspondence  was  observed  with  the 
behavior  of -the  typhoid  bacillus,  the  most  rapid  disappearance 

TABLE  XXVIII. 
Drainage  Canal  at  Robey  Street. 

Initial  colony  count  sewage  bacteria 240,000 

Initial  colon  bacilli 1,000 

B.  paratyphosus,  Strain  (pt),  was  added  to  this  sewaflre  in  such  numbers  that  each  sac 
contained  approximately  820,000  paratyphoid  bacilli  per  cubic  centimeter. 


Time  Aft«r 
Inoculation 


20  hours. 
20  hours. 
20  hours. 
20  hours. 
20  hours. 
28  hours. 
28  hours. 
28  hours. 
28  hours. 

2  days . . 

2  days . . 

2  days.. 

3  days.. 
3  days . . 

3  days . . 

4  days . . 

5  days . . 
5  days . . 

5  days . . 

6  days . . 

6  days . . 

7  days . . 

7  days . . 

8  days.. 
8  days .. 


Sac  No. 


T. 


Amount 
Plated 
in  c.c. 


0.01 

0.001 

0.001 

0.01 

0.01 

0.001 

0.01 

0.01 

0.01 

0.01 

0.01 

0.1 

0.01 

0.1 

0.1 

0.1 

0.1 
0.1 
1.0 
0.1 
1.0 
0.1 
0.1 
0.1 
1.0 


Medium 


Hiss 

Neutral  agar 

Drigalski 

Drigalski 

MacConkey 

Hiss  2 

Hiss 

Drigalski 

MacCcmkey 

Hiss 

Drigalski  3 

MacConkey 

Hiss 

Hiss 

Drigalski 

Hiss 

Hiss 
Neutral  agar 
MacConkey 

Hiss 
Drigalski 

Hiss 
Neutral  agar 

Hiss 
MacConkey 


Colonies 
on  Plate 


4,840 
STiO 
61 


44 


610 
2.30 


SOO 

"107" 

3,480 

2,720 

456 

37 

1,688 

280 

1,410 

1,079 

1,310 

14 


Colonies 
Fished 


^63 


55 


15 


25 


Typhoid 

Colonies 

Found 


22 


51 

4}^30 


21 

1V3 
0) 
0) 
0^2 

2) 


During  the  conduct  of  this  experiment,  October  25  to  November  4,  the  temperature  of 
the  air  ranged  from  6°  to  13^^  C,  and  of  the  water,  from  9.5°  to  12"  C. 
1  Wells  and  Scott,  Jour.  Infect.  Dis.,  1904, 1,  p.  72. 

aAU  typhoid-like  colonies  on  Drigalski,  MacConkey,  and  Hiss  (0.001)  fished. 
3  All  typhoid-like  colonies  on  Drigalski  (0.01)  and  MacConkey  (0.1)  fished. 
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appearing  to  take  place  within  the  first  forty-eight  hours  after 
inoculation.  Two  colonies  were  found  on  the  third  day  after 
inoculation,  but  thereafter  up  to  the  eighth  day,  in  two  sets  of 
sacs,  no  paratyphoid  colonies  were  discovered.  These  experi- 
ments appear  to  indicate  that  the  life  of  this  organism  in  the 
water  of  the  Drainage  Canal,  although  possibly  slightly  more 
extended  than  that  of  the  typhoid  bacillus,  is  still  very  brief. 

TABLE  XXIX. 
Drainage  Canal  at  Robey  Street. 

Initial  colony  count  sewage  bacteria 240,000 

Initial  colon  bacilli 1.000 

B.  paratyphosus,  Strain  (pt),  was  added  to  this  sewage  in  such  numbers  that  each  sac 
contained  approximately  830,000  paratyphoid  bacilli  per  cubic  centimeter. 


Time  After 
Inoculation 

Sac  No. 

Amount 
Plated 
in  C.C. 

Medium 

Colonies 
on  Plate 

Colonies 
Fished 

Paratyph. 

Colonies 

Found 

4  days 

T,        1       0.1 
1       1.0 
1       0.1  , 
'       0.1 
1       1.0 
1        0  1 

Hiss 
MacConkey 

Hiss 
Neutral  agar 
MacConkey 

Hiss 
Neutral  agar 

7,380 

240 

3,040 

2,4ro 

8» 
2,200 

sao 

16 

2>24 
6) 

6(.« 

4  dajs 

0 

5  days 

5  days 

0 

5  days 

6  days 

0 

«days 

.., 

0 

During  the  conduct  of  this  experiment,  October  25  to  November  4,  the  temperature  of 
the  air  ranged  from  6"  to  13'  C,  and  of  the  water,  from  9.5'  to  12^  C. 

EXPERIMENTS   CONDUCTED    IN   THE    ILLINOIS    RIVER  AT 
AVERYVILLE,  ILLINOIS  (H.  L.  R.). 

Before  giving  the   results  of   the  experiment    made  at  this 

station,  the  following  observations,  collected  on  the  temperature 

conditions  of  the  river  and  the  stage  of  water,  are  presented: 

TABLE  XXX. 
Data  as  to  Conditions  in  River  (Stage  of  Water,  Temperature,  and 

Turbidity). 


Date 

Temperature 
of  Water         ^ 

Temperature 
*           of  Air 
(^C— 9  a.m.) 

stage 
( Feet  above  Low- 
Water  Mark) 

October  10 

17.0 
16.5 
16.0 
16.0 
16.0 
16.0 
U.O 

14.6 
13.0 
U.O 

11.0 
14.0 
17.0 
15.0 
15.5 
15.0 
11.0 

ih'.i) 

8.0 
6.0 

11.7 

October  12 

11.4 

October  13 

11.4 

October  14 

11.4 

October  15 

11.3 

October  16 

11. S 

October  19 

11.1 

October  20 

11.0 

October  21  

11.0 

October  23 

U.O 

October  26 

10.8 
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As  the  matter  of  temperature  is  of  material  importance  in 
aflFecting  the  vitality  of  organisms,  it  should  be  kept  in  mind  that 
the  temperature  to  which  the  typhoid  organisms  were  exposed  in 
this  case  was  materially  below  the  mean  summer  heat,  and  would 
therefore  favor  the  retention  of  vitality  to  some  extent,  as  far  as 
this  factor  is  operative.  Regarding  the  stage  of  the  river,  the 
data  show  very  uniform  conditions.  The  lowest  stage  noted 
during  this  summer  was  about  eight  feet  above  low  water.  At 
the  time  these  experiments  were  conducted  the  turbidity  in  the 
stream  was  somewhat  higher  than  usual,  objects  not  being  visible 
at  the  depth  of  a  foot  or  more. 

Three  series  of  tests  were  made  at  Averyville,  using  fresh 
cultures  of  the  three  strains  of  the  typhoid  organism  isolated  by 
Professor  Jordan,  and  designated  by  him  as  **x,"  "y,"  and  "z." 

In  the  "x"  series  five  parchment  sacs  were  infected;  in  the 
'*y"  series,  an  equal  number;  and  in  the  ''z"  series,  four,  making 
in  all  fourteen  different  exposures.  The  **x"  and  *'y"  series 
were  placed  in  the  river  on  October  9,  1903,  and  '*z"  cultures  on 
October  14.  Samples  were  removed  from  some  of  the  sacs  at 
daily  intervals  until  the  end  of  the  experiment  (October  26). 
The  first  two  series  were  therefore  exposed  to  the  influence  of  the 
river  water  for  a  period  of  seventeen  days,  and  the  "z"  series  for 
twelve  days.  ^ 

In  addition  to  these  sacs,  which  were  first  inoculated  with 
river  water  and  then  infected  with  varying  amounts  of  typhoid 
cultures,  two  other  sacs  filled  with  raw  water,  but  uninfected  with 
typhoid,  were  kept  under  the  same  conditions  as  controls.  These 
were  examined  at  intervals  in  order  to  learn  the  course  of  the 
bacterial  changes  which  went  on  in  the  parchment  sacs  when 
filled  with  the  raw  water  alone. 

It  is  a  well-known  fact  that  when  a  small  quantity  of  water  is 
inclosed  in  a  glass  container,  a  rapid  and  extensive  multiplicatiqn 
of  water  bacteria  occurs.  Just  what  forces  are  responsible  for 
this  marked  proliferation  is  not  fully  understood,  but  the  variation 
in  experimental  conditions  which  obtained  in  these  experiments 
as  to  character  of  container  rendered  it  esi)ecially  desirable  that 
data  should  be  secured  on  this  point. 
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Samples  were  therefore  removed  at  intervals  and  plated  on 
Drigalski  and  Conradi's  medium.  The  results  of  these  tests 
showed  an  increase  in  number  of  organisms  per  cubic  centimeter, 
but  this  was  only  a  few  fold  and  maintained  for  a  brief  period  of 
time.  It  was  impossible,  for  lack  of  time,  to  make  a  study  of  the 
quantitative  changes  on  plain  agar,  but  doubtless  it  would  have 
been  greater  than  here  reported.  The  results  for  one  of  these 
control  sacs  are  tabulated  below: 


TABLE  XXXI. 

Bactterial  Content  pee  Cubic  Centimeter  op  Parchment  Sacs  Filled 

WITH  Raw  Water  and  Immersed  in  River. 


No.  Days'  Im mebsion 

Period  op  Incubation  op  Cultures 

IN  RiYBB  Wateb 

IDay 

2  Days 

3  Days 

4  Days 

1 

6,000 
18,000 

2,700 
20 
90 

5,566 

68",666 

32,000 

2     

5 

7 

9 

From  these  data  it  appears  that  the  use  of  the  selective  typhoid 
medium  (Drigalski  and  Conradi)  did  not  succeed  in  inhibiting 
entirely  the  growth  of  some  of  the  water  forms,  although  these 
indigenous  species  rapidly  disappeared  when  cultivated  in  this 
medium.  Attempts  were  made  in  the  typhoid-infected  sacs  to 
obtain  some  general  idea  of  the  rate  of  bacterial  changes.  Of 
course,  hei*e  the  problem  was  complicated  by  the  presence  of  the 
typhoid  forms  which  are  not  greatly  affected  when  cultivated  in 
this  culture  medium.  The  general  course  of  these  changes  was 
quite  similar  in  all  cases.  The  maximum  germ  content  in  such 
cases  on  Drigalski  and  Conradi's  medium  was  found  at  first  or 
within  a  couple  of  days.  After  this  a  rapid  decline  set  in,  so 
that,  when  the  sacs  were  withdrawn  from  the  river  at  the  expira- 
tion of  the  work,  they  contained  only  a  very  few  bacteria  capable 
of  growing  on  this  medium. 

Ratio  of  typhoid  to  indigenous  wafer  organisms. — Reference 
has  been  previously  made  to  the  question  of  seeding,  as  to  the 
imfx^rtance  of  knowing  approximately  how  many  typhoid  organ- 
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isms  were  exposed  to  the  water,  and  the  effect  which  increased 
seedings  have  on  the  vitality  of  organisms.  Under  the  conditions 
of  exposure  in  the  river,  the  ratio  of  typhoid  organisms  to  tlie 
bacteria  normally  present  in  the  river  water  was  very  much 
greater  than  could  possibly  occur  in  nature.  The  extremes  have 
been  previously  given,  but  the  estimated  seedings  for  the  differ- 
ent sacs  are  herewith  presented  in  detail: 

TABLE  XXXII. 
Variation  in  Typhoid  Seedings  in  Different  Sacs. 


Series' 

'x" 

Series  ' 

*y" 

Series 

*z" 

Sac  1 

1,000 
2,000 
4,000 
10,000 
20,000 

Sac  6.. 

7.. 
8.. 
9.. 
10.. 

1,000 
2,000 
4,000 
10,000 
20,000 

Sac  12 

540 

2 

13 

540 

8 

14 

5,400 

4 

15 

10,800 

5 

When  it  is  remembered  that  the  normal  germ  content  on  plain 
agar  at  blood  heat  of  the  river  water  at  this  station  ranges  from 
60  to  500,  it  is  at  once  apparent  that  the  extent  of  typhoid  infec- 
tion is  here  vastly  greater  than  w^ould  normally  occur  under 
natural  conditions. 

As  a  matter  of  fact,  the  culture  plates  made  from  the  infected 
sacs  at  this  station  rarely  showed  the  presence  of  acid  colonies. 
When  the  first  series  of  cultures  were  prepared,  a  large  number 
of  colonies  developed,  but  these  fell  ofip  rapidly.  This  fact  greatly 
simplified  the  labor  of  selecting  the  presumptive  typhoid  colonies 
from  the  plates.  In  the  later  stages  the  colonies  became  more 
atypical  for  typhoid  and  much  reduced  in  numbers.  Under  these 
conditions  relatively  large  numbers  were  taken,  so  as  to  insure 
finding  typhoid  if  present. 

In  making  cultures  from  the  water,  sets  of  at  least  three  plates 
were  prepared  with  Drigalski  &  Conradi's  medium,  using  a  some- 
what wide  range  in  dilution  (1:20  to  1:2,000  c.c).  This  per- 
mitted the  selection  of  plates  having  a  satisfactory  distribution 
of  colonies.  As  the  germ  content  declined,  the  amount  of  liquid 
used  in  seeding  was  increased,  until,  toward  the  end,  plates  were 
prepared  containing  1  c.c.  of  water.  Ordinarily  the  plates  were 
studied  the  first  day,  the  supposedly  typhoid  colonies  being  fished 
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and  inoculated  into  glucose  agar,  then  incubated.  The  plates 
were  further  incubated  at  20°  C.  for  another  twenty -four  hours 
and  gone  over  again.  The  sugar  agar  cultures  were  then  inspected, 
all  showing  gas  being  thrown  out,  and  the  balance  sent  to 
Madison  for  further  study.  The  culture  methods  followed  here 
were  essentially  the  same  as  used  by  E.  O.  J.  at  Chicago,  viz.: 
litmus  milk,  dextrose  litmus  broth,  glucose-free  broth  for  indol, 
and  nutrient  gelatin.  Cultures  that  showed  positive  typhoid 
characters  on  these  culture  media  were  then  subjected  to  the 
agglutination  test^  using  a  homologous  serum  of  1:500.  They 
were  also  subjected  to  a  highly  potent  typhoid  serum  secured 
from  Parke,  Davis  &  Co.  In  the  subjoined  tables  are  given  the 
results  of  the  various  examinations,  including,  as  far  as  possible, 
the  data  as  to  total  iiumber  of  colonies  fished  and  number  found 
to  be  typhoid.  As  the  entire  work  of  plate-culturing  at  Peoria 
devolved  upon  Mr.  Hastings,  it  was  impossible  for  him  at  times 
to  compute  the  total  colony  count  on  each  set  examined,  but  the 
data  collected  are  sufficient  to  show  a  steady  and  often  quite 
rapid  decline  in  total  number  of  appearing  colonies. 

In  testing  these  various  sacs  emphasis  was  placed  in  each 
series  on  the  minimum  and  maximum  seeding.  If  the  typhoid 
organism  could  be  demonstrated  in  these  two  extremes,  it  was,  of 
course,  highly  probable  that  intermediate  seedings  would  fall 
within  these  limits.  In  the  "x"  series  positive  results  were  not 
secured  with  the  frequency  noted  in  the  remaining  series.  This 
was  due  to  the  fact  that  the  parchment  tubing  was  soaked  in 
river  water  before  being  seeded  with  the  typhoid  culture.  Under 
these  conditions  it  became  somewhat  fouled  with  suspended  sedi- 
ment, thereby  much  increasing  the  germ  content  of  the  inclosed 
water  for  a  time. 

It  is  evident  from  the  data  submitted  in  Tables  XXXIII-XXX V 
that  the  amount  of  seeding  was  sufficient  to  permit  of  the  detection 
of  the  organism,  if  it  was  present  at  all.  The  sacs  containing  one- 
twentieth  as  many  typhoid  organisms  as  the  sac  seeded  with  the 
maximum  quantity  showed  in  both  the  "y"  and  "z"  series  the 
presence  of  the  organism  for  as  long  a  period  as  in  any  case. 

It  was  unfortunate  that  a  larger  number  of  the  sacs  were  not 
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tested  until  after  the  lapse  of  several  days,  but  we  had  no  expecta- 
tion that  the  organisms  introduced  would  die  off  so  rapidly.  It 
should  be  kept  in  mind  that  the  final  records  as  to  whether  the 
isolated  cultures  were  true  typhoid  or  not  were  not  made  until 
long  after  the  removal  of  the  sacs  from  the  water.  Therefore  it 
was  not  possible  to  check  up  the  earlier  gaps  in  the  analytical 
records.  During  these  earlier  days  the  typhoid  organisms  were 
doubtless  more  or  less  abundant,  but  the  much  larger  number  of 
tests  made  on  the  greatly  reduced  gierm  content  of  the  sacs  after 
the  first  few  days,  and  the  practical  absence  of  the  introduced 
organism,  greatly  strengthened  the  conclusion  that  the  typhoid 
germ  had  lost  its  vitality  in  a  relatively  short  period  of  time. 

The  detailed  data  that  were  collected  from  the  examination  of 
the  various  sacs  of  the  three  series  are  presented  in  the  following 

tables: 

TABLE  XXXIII. 

Results  Obtained  from  Cultures  Made  from  Parchment  Sacs  after 

Varying  Periods  of  Exposure  in  River  Water. 


SERIES   INFECTED  WITH 


CULTURE. 


No.  of  Sacs 

Dosase  of 

Typh.  Bacilli 

per  c.c. 

Time  after 
Inoculation 

When 

Examined— 

Days 

Total  No.  of 
Colonies  on 
Plates  Made 

330 
300 
25 
125 

100 

50 

87 

75 
25 
12 

200 
100 
540 
2?<8 
1$) 

No.  of  Colonies 
Fished 

No.  of  Typhoid 
Colonies 

1 

1,000 

2,000 
4,000 
10,000 

20,000 

1 
3 
5 
10 

4 

6 

4 
5 
7 

1 
3 
5 
6 
7 

10 
12 
14 
17 

12 
9 
11 
10 

8 

12 

13 
3 
8 

6 
13. 

9 

8 

7 

12 
12 
11 
15 

1 

2 

0 
0 
0 

0 

3 

0 

4 

0 

0 
0 

0 
2 
0 
0 
0 
0 
0 
0 
0 

The  results  in  this  first  series  were  not  as  satisfactory  as  in 
the  remaining  series,  because  of  the  fouling  of  the  sacs  with  mud 
before  inoculation.  The  sacs  were  placed  in  the  river  water  to 
soak  up  before  they  were  infected,  and  some  sediment  from  river 
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water  settled  on  them.  The  results  obtained  in  these  series 
showed  the  presence  of  the  typhoid  organism  in  sacs  containing 
the  minimum  and  maximum  amount  of  typhoid  seeding.  In  the 
latter  case,  containing  20,000  typhoid  bacilli  per  cubic  centimeter, 
nine  different  examinations  were  made,  ninety-three  colonies  in 
all  being  fished  from  the  culture  plates.  The  inoculated  organ- 
ism was  not  found  subsequent  to  the  third  day.  Of  this  number 
seventy-four  colonies  were  examined  after  the  third  day,  and  in 
no  case  was  any  organism  found  which  resembled  the  typhoid 
germ  in  culture  characters  or  in  agglutinating  tests. 

TABLE  XXXIV. 

Results  Obtained  from  Cultures  Made  from  Parchmfnt  Sacs  aftfr 

Varying  Periods  of  Exposure  in  River  Water. 

SERIES   INFECTED  WITH   '*y"   CULTURE. 


No.  of  Sacs 


10.. 


Approximate 

Dosage  of 

Typh.  Bacilli 

per  c.c. 


1,000 


2,000. 


4,000 


10,000 


20,000         I 


Time  after 
Inoculation 

When 

Examined — 

Days 


1 
3 
14 
17 

4 
12 
14 
17 

6 
10 
12 
17 

4 
7 

10 
12 

1 
.3 
5 
7 
10 


Total  No.  of 
Colonies  on 
Plates  Made 


19 
2!i 


3,600 
2K 
1H5 
15 


73 

47 

11,500 
4:1 

leo 

107 

158 
100 


103 

190 


No.  of  Colonies 
Fished 


11 
7 

10 
5 

8 
16 

18 


No.ofTj'phoid 
Colonies 


0 
0 
0 
0 

0 
0 
0 
0 

0 
0 
0 
0 

4 
10 
0 
0 
0 


The  "y"  series  was  placed  in  the  river  at  the  same  time  as 
''x."  Practically  the  same  results  were  secured.  In  all  the  sacs 
examined  up  to  the  third  day  after  immersion,  the  typhoid 
organism  was  detected  where  both  light  and  heavy  seeding  was 
used.  In  none  of  the  examinations  after  the  third  day  (sixteen 
in  number)  was  any  evidence  found  which  would  lead  to  the  belief 
that  this  specific  germ  had  retained  its  vitality  in  any  of  the  sacs 
for  a  longer  period  than  three  days. 
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TABLE  XXXV. 

Results  Obtained  from  Cultures  Made  from  Parchment  Sacs  after 
Varying  Periods  of  Exposure  in  River  Water. 


series  infected  with 


culture. 


No.  of  Sacs 

Dosage  of 

Typh.  Bacilli 

per  c.c. 

Time  after 
Inoculation 

Wlien 
Examined— 

Days 

Total  No.  of 
Colonies  on 
Plates  Made 

No.  of  Colonies  No.  of  Typhoid 
Fished              Colonies 

12 

540 

540 

5,400 
10,fOO 

l/'24 

1 
2 
5 
12 

7 
9 
12 

124 
7 

1 

9 

.5 
10 
12 

360 
350 
100 

4 

7 

53 
6 

1,S00 

4,000 

7."K) 

430 

3 

3 
17 
12 

8 
2 

3 
4 

7 

3 
1 

15 
13 
11 
12 
2 

3 

13. 

15 
6 
0 
0 

0 

14 

0 
0 

3 

15.              .     . 

0 
14 

6 
0 
1 
0 

In  this  third  series,  in  which  the  "z"  culture  isolated  from 
feces  was  used,  the  seedings  were  in  each  case  only  about  one- 
half  of  what  was  employed  in  the  other  tests.  This  test  was  not 
continued  for  as  long  a  period  as  the  other  two,  but  the  specific 
organism  was  recovered  easily  from  all  tubes  examined  shortly 
after  inoculation,  also  on  the  first  and  on  the  second  day.  No 
tests  happened  to  be  made  between  the  second  and  the  fifth  day, 
but  on  the  tests  made  on  this  latter  date  and  subsequently  the 
typhoid  organism  was  not  found  in  any  case,  with  one  single 
exception.  On  the  ninth  day,  among  twelve  colonies  removed 
from  sac  No.  15,  containing  the  maximum  amount  of  typhoid 
seeding,  one  was  found  which  responded  to  all  the  cultural  tests 
for  typhoid  as  well  as  the  agglutination  test  in  dilutions  of 
1  :  1,000.  Examinations  made  from  this  same  sac  on  the  twelfth 
day  showed  no  similar  colonies.  It  is  impossible  to  explain  the 
presence  of  this  single  colony,  appearing  by  itself  eight  or  nine 
days  later  than  any  other  typhoid  colonies  in  this  or  any  other 
sac.  It  is  well  known,  of  course,  that  the  vitality  of  all  individual 
organisms  of  the  same  species  is  not  absolutely  the  same,  but  it 
seems  highly  improbable  that  the  appearance  of  this  single  germ. 
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among  the  hundreds  of  colonies  examined  subsequent  to  the  third 
day,  can  be  attributed  to  a  protracted  retention  of  vitality  much 
beyond  the  usual  period. 

A  general  summary  of  the  foregoing  detailed  results,  as  pre- 
sented in  the  appended  tables,  may  perhaps  aid  in  the  interpreta- 
tion of  the  analyses,  if  they  are  grouped  according  to  the  time  of 
exposure.  In  Table  XXXVI  is  shown  the  typhoid  findings  in 
the    different    sacs   on  the  diflPerent    days    in    which   they  were 

examined. 

TABLE  XXXVI. 
Number  of  Typhoid  Organisms  Reooverbd  from  Different  Sacs  on 

Different  Days. 


Series 

Sac  No. 

ID 

2D 

3D 

4D 

5D 

6D 

7D 

8D 

9D 

lOD 

11 D 

12D 

13D 

14D 

15D 

16D 

17D 

X 

Y 

Z 

1 

2  .  .   . 

5! .'.'.'!."! 

4 

T) 

6 

7 

8 

9 

10 

12 

13 

U 

15 

1 

'6 

3 

4 
)3i 
)15 

■31 
14 

2 
2 
0 

6 
6 

0 
"6 

io 

6 
'6 

6 

0 

6 

0 

0 
0 

"6 

0 
0 

0 

"6 
0 

0 
0 

0 
0 

0 

i 

0 

6 

0 
0 
0 

6 

0 
0 
0 

0 
0 

0 

0 
0 
0 

6 
0 

'6 

Table  XXXVII  gives  the  total  number  of  colonies  from  all 

sacs  that  were  tested  from  day  to  day  with  the  typhoid  findings ; 

also  the  distribution  of  the  typhoid  findings  among  the  respective 

sacs. 

TABLE  XXXVII. 

General  Summary  op  Results  Obtained  from  Examinations  op  Typhoid- 
Inpectted  Sacs  Made  on  Successive  Days. 


1 

2 

3 

4 

5 

6 

7 

9 

10 

13 

14 

16 

17 

JO 

Number  colonies  tested  by  sub- 
cultures from  all  sacs 

72 

4.3 
8 
7 

25 

12 
2 
2 

44 

14 

5 
8 

41 

0 

4 
0 

61 

0 
6 
0 

28 

0 
3 
0 

32 

0 
6 
0 

i 
18      4A 

38 

0 
7 
0 

25 

0 
3 
0 

14 

0 
2 
0 

15 

0 

1 
0 

439 

Number  typhoid  colonies  found 
in  various  sacs  on  successive 
days 

1 
2 

1 

0 
5 
0 

70 

Total   number   times   all  sacs 
were  examined 

54 

Total  number  times  in  which 
typhoid  colonies  were  found . . 

13 

1  Indicates  cases  where  examination  was  made  one  hour  after  examination. 
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From  the  foregoing  tables  it  appears  that  there  is  a  striking 
uniformity  in  the  results  which  have  been  obtained  in  all  three 
series  made  with  different  strains  of  the  typhoid  organism  derived 
from  entirely  different  sources.  In  each  case  the  inoculated 
organism  persisted  in  the  sacs  containing  the  minimum  and 
maximum  amount  of  seeding  for  the  same  period  of  time. 

Vitality  was  retained  as  a  rule  in  the  waters  of  the  Illinois 
river  no  longer  than  an  interval  of  three  days  after  infection.  In 
only  a  single  instance  was  any  typhoid  germ  isolated  after  this 
period,  and  that  case  was  on  the  ninth  day.  A  rational  explana- 
tion for  the  presence  of  this  single  colony  is  not  apparent,  but, 
in  the  judgment  of  the  writer  (H.  L.  R.)  the  presence  of  this 
particular  organism  is  not  believed  to  have  any  special  signifi- 
cance in  the  problem  under  consideration. 

GENERAL  CONCLUSIONS. 

1.  From  the  experiments  recorded  in  this  paper  it  apjjears  that 
under  conditions  that  probably  closely  simulate  those  in  nature  the 
vast  majority  of  typhoid  bacilli  introduced  into  the  several  waters 
studied  perished  within  three  to  four  days. 

2.  It  is  theoretically  possible  that  specially  resistant  cells  may 
occur  which  are  able  to  withstand  for  a  longer  {)eriod  the  hostile 
influences  evidently  present  in  water.  Our  experiments,  however, 
show  that  if  such  resistant  individuals  exist  they  must  be  very 
few  in  number  and  constitute  only  a  small  fraction  of  the  bacilli 
originally  entering  the  water. 

3.  It  is  not  the  intention  of  the  writers  to  claim  that  the 
behavior  of  typhoid  bacilli  under  the  conditions  herein  described 
is  representative  of  all  conditions  obtaining  in  all  natural  bodies 
of  water. 
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THE   QUESTION   OF   VIRULENCE   AMONG   THE 
SO-CALLED  PSEUDODIPHTHERIA  BACILLI* 

Alice  Hamilton. 
{From  the  Memorial  Institute  for  Infectiotu  DiteoKS,  Chicago.) 

The  **pseudodiphtheria  bacillus,"  since  the  year  1887  when 
Loeffler  and  Hoffmann- Wellenhof  isolated  it,  has  been  the  subject 
of  much  controversy,  and  even  now  it  is  a  matter  of  dispute 
whether  the  organism  thus  designated  is  simply  an  attenuated  B. 
diphtherise  or,  as  Loeffler  thought  it,  a  member  of  the  same  group 
as  the  latter,  but  of  a  separate  species.  Behring, ,  Ritter,  Roux, 
and  Yersin  belong  to  the  school  which  holds  that  there  is  no  essen- 
tial difference  between  the  virulent  and  non-virulent  organisms, 
and  recently  Wesbrook  in  this  country  has  appeared  as  a  strong 
adherent  of  the  same  theory.  On  the  other  hand,  the  majority 
of  bacteriologists,  among  them  Loeffler,  Hoffmann- Wellenhof, 
Escherich,  Zamiko,  Fraenkel,  Spronck,  Kruse,  FlOgge,  and  Beck, 
hold  that  B.  diphtheria  belongs  to  a  large  group  of  organisms 
consisting  of  several  distinct  species.  On  the  whole,  in  spite  of 
Behring's  recent  utterances,  the  trend  of  opinion  is  in  the  latter 
direction. 

The  earlier  investigators  thought  it  a  comparatively  easy 
matter  to  distinguish  the  pseudodiphtheria  bacillus  from  B.  diph- 
therisB,  for  the  former  was  said  to  have  certain  cultural  and  mor- 
phological characteristics  quite  different  from  the  latter,  and  also 
to  differ  from  it  in  chemical  activity  and  in  virulence  for  animals. 
Of  late,  however,  each  one  of  these  distinguishing  characteristics 
has  been  called  in  question,  and  the  distinction  between  the  two 
organisms,  far  from  growing  plainer,  becomes  less  and  less  assured, 
until  it  seems  questionable  whether  there  is  any  one  point  which 
can  always  be  relied  upon  to  distinguish  them. 

Loeffler -j-  and  Hoflfmann-Wellenhof  thought  that  the  appear- 

♦  Received  for  publication  Aumist  1. 1904. 

fit  seems  unneceesary  to  publish  a  bibliography  of  this  subject,  in  view  of  the  fact  that 
there  are  already  several  fairly  exhaustive  ones  appended  to  recent  publications.  The 
reader  is  referred  to  Schabad,  Jahrb.  f.  Kinderheilk.,  1901,  54,  p.  381;  L^wandowbky, 
CentralbLf.  Baku,  1904,  36,  p.  339;  and,  for  Eufirlish  articles,  to  Grahah-Smith,  Jour,  of 
Hyg.,  1904,  4,  p.  2.58. 
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ance  of  the  growth  upon  solid  media  was  enough  to  distinguish 
the  pseudodiphtheria  bacillus,  but  we  find  that,  according  to  the 
description  given  by  Loeffler  and  also  by  Fraenkel,  Barber,  and 
Sudeck,  the  growth  on  agar  is  scanty,  grayish,  translucent,  while 
Hofifmann-Wellenhof  and  the  greater  number  of  investigators 
describe  it  as  abundant,  white,  moist,  and  sliining.  Moreover,  it 
is  now  generally  recognized  that  B.  diphtherisB  itself  may  vary  so 
greatly  in  its  cultural  characteristics  as  to  l)e  indistinguishable  in 
this  way  alone  from  the  allied  bacteria.  In  a  recent  article 
Lewandowsky  has  endeavored  to  simplify  matters  by  emphasizing 
the  typical  cultural  differences  between  the  two  forms,  but  a  care- 
ful comparison  of  the  results  obtained  by  different  observers  will 
convince  any  reader  that  variations  from  the  usual  tyi)e  are  so 
frequent  as  to  render  certainty  on  this  ground  alone  impossible. 

Hoffmann  described  the  pseudodiphtheria  bacillus  as  shorter  and  thicker 
than  the  bacillus  of  true  diphtheria,  and  this  statement  is  concurred  in  by 
Rscherich  and  by  most  observers.  Schabad  insists  that  the  morphology  of 
the  pseudodiphtheria  bacillus  from  a  twenty-four-hour  serum  culture  is  one 
of  its  most  distinguishing  characteristics.  According  to  Schabad's  descrip 
tion,  the  bacillus  in  question  is  very  different  from  the  Klebs-Loeflfler  bacillus, 
not  only  shorter  and  thicker,  but  devoid  of  granules  and  bars,  and  arranged 
in  parallel  rows,  in  contrast  to  the  radiating  arrangement  of  B.  diphtherias. 
On  the  other  hand,  Roux  and  Yersin,  Kruse,  Fraenkel,  Schanz,  and  Wesbrook 
insist  that  it  is  impossible  to  distinguish  the  two  by  their  appearance  under 
the  microscope,  and  Januszevvska  and  Beck  give  the  parallel  arrangement  of 
the  rods  as  typical  of  the  true,  not  the  pseudo  bacillus.  Wesbrook,  who  has 
published  the  results  of  the  study  of  608  cases  of  clinical  diphtheria,  found 
that  the  short,  solid  bacilli,  devoid  of  granules  or  bars,  corresponding  to  the 
description  usually  given  of  the  pseudodiphtheria  bacillus,  was  often  found 
in  the  later  stages  of  diphtheria,  sometimes  in  the  earlier  stages,  and,  in  a  few 
cases,  was  the  only  form  present  throughout  the  disease.  An  interesting 
view  of  the  subject  is  given  by  A.  P.  Ohlmacher  in  his  article  "On  Some 
Experimentally  Produced  Morphologic  Variations  in  B.  diphtheriae."  Ohl- 
macher holds  that  the  pseudodiphtheria  bacillus  is  only  a  modified  variety  of 
B.  diphtherise,  and  that  this  modification  may  be  brought  about  by  a  sojourn 
in  the  body  of  a  relatively  immune  animal.  A  strain  which  originally  con- 
sisted of  barred  and  granular  forms,  changed  to  the  short,  solid  type  after 
passage  through  a  white  rat,  but  assumed  its  original  character  again  after 
the  passage  through  the  highly  susceptible  guinea  pig.  Conversely,  a  strain 
originally  composed  of  the  short,  solid,  plump  rods  was  changed  to  a  typical 
B.  diphtheriae,  with  greatly  heightened  virulence,  by  passage  through  a 
guinea  pig. 

The  question  as  to  the  value  of  Neisser's  stain  is  also  unsettled.     While 
Schabad,  Pranke,  Auckenthaler,  and  Beck  consider  this  a  very  valuable  aid 
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to  diagnosis,  others  declare  it  most  unsatisfactory.  Batschli  demonstrated 
Neisser  granules  in  several  kinds  of  bacteria.  Kurth  isolated  three  strains 
of  indubitable,  virulent  diphtheria  bacilli  which  had  no  Neisser  granules. 
Schwoner,  Spronck,  and  Graham-Smith  think  the  method  is  of  little  value, 
and  Wesbrook  has  abandoned  it  in  favor  of  Loeffler's  methylene  blue. 

The  fact,  first  observed  by  Zarniko,  that  the  diphtheria  bacillus  causes 
an  active  production  of  acid  in  broth  cultures,  while  the  pseudodiphtheria 
bacillus  causes  either  a  faintly  acid  reaction  followed  quickly  by  an  alkaline, 
or  an  alkaline  reaction  from  the  outset,  has  been  regarded  by  some  as  an 
important,  if  not  the  most  important,  difference  between  the  two  organisms. 
Escherich  has  even  made  the  statement  that  in  the  presence  of  an  alkaline 
reaction  it  is  unnecessary  to  test  the  pathogenicity  of  a  culture  for  guinea 
pigs,  for  it  is  an  absolute  rule  that  the  acid-producers  are  virulent  and  the 
non -acid-producers  avirulent — a  statement  in  which  Graham-Smith  concurs. 

Exceptions  to  this  rule,  however,  are  numerous  enough  to  invalidate  it  as 
an  absolute  test.  Neisser,  who  agreed  with  Escherich  as  to  all  diphtheria 
bacilli  forming  acid,  found  an  acid-producing,  pseudodiphtheria  bacillus. 
Spronck  found  that  not  all  diphtheria  bacilli  form  acid;  Roux  and  Yersin, 
that  both  kinds  form  first  acid  and  then  alkali,  the  pseudodiphtheria  bacillus 
forming  alkali  more  rapidly  than  the  true  diphtheria.  Slawyck  and  Manica- 
tide  came  to  the  same  conclusion.  Kurth,  Peters,  Lehmann  and  Neumann 
found  pseudodiphtheria  bacilli  which  formed  as  much  acid  as  the  true  B. 
diphtherise.  Schabad  and  Neisser,  however,  think  that  by  careful  titration 
the  two  can  always  be  distinguished. 

Loeffler  considered  virulence  for  guinea  pigs  the  most  unvarying  charac- 
teristic of  the  organism  which  has  received  his  name,  and  Escherich  con- 
curred in  this.  Edema  of  the  subcutaneous  tissue,  infiltration  or  hemorrhage 
at  the  point  of  inoculation,  pleuritic  effusion,  hyperemia  and  enlargement  of 
the  adrenals,  hyperemia  of  liver  and  kidneys,  without  any  change  in  the 
spleen,  are  the  typical  lesions  produced  by  the  injection  under  the  skin  of  a 
few  drops  to  one  cubic  centimeter  of  a  broth  culture  of  the  bacillus  diph- 
theriae.  Death  occurs  usually  in  one  to  three  days.  By  many  bacteriolo- 
gists all  virulent  diphtheria-like  organisms  are  considered  true  diphtheria 
bacilli;  all  non- virulent,  pseudodiphtheria.  That  the  question  is  not  as  simple 
as  this,  however,  was  shown  by  Roux  and  Yersin,  who  succeeded  in  artificially 
lowering  the  virulence  of  diphtheria  bacilli;  and  by.Brieger,  Fraenkel,  Lubow- 
ski,  Schabad,  and  Wesbrook,  who  showed  that  typical  bacilli  from  cases  of 
virulent  diphtheria  sometimes  prove  non-virulent  to  guinea  pigs.  Nor  is  it 
true  that  the  pseudodiphtheria.  bacillus  is  always  non-virulent.  SproDck, 
Fraenkel,  Zupnik,  Gelpke,  and  others  find  that  a  slight  degree  of  virulence 
for  guinea  pigs  is  a  property  of  many  strains  of  the  pseudodiphtheria  bacillus, 
and  that  these  strains  cannot  be  distinguished  by  ordinary  means  from  feebly 
virulent  strains  of  the  true  diphtheria  bacillus.  Some  observers  even  claim 
a  pathogenicity  for  man  in  certain  cases.  Goldscheider  isolated  pseudodiph- 
theria bacilli  from  ^ve  cases  of  angina,  with  fever  and  swollen  lymphatic 
glands,  and  thought  these  organisms  the  cause  of  the  symptoms.  Warnecke 
found  similar  bacilli  in  pure  culture  in  three  cases  of  otitis  media,  and  in  one 
of  these  cases  he  found  the  same  organism  in  the  exudate  of  meningitis  and 
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in  metastatic  abscesses  in  the  lung.  Kruse  and  Pasquale  cultivated  a  pseudo- 
diphtheria  bacillus  (B.  clavatus)  from  the  organs  of  several  cases  of  Egpptian 
dysentery,  and  Sanfelice  found  one  in  the  pustules  of  smallpox.  In  all  these 
cases  the  organisms  were  non  virulent  to  guinea  pigs. 

Soon  after  the  introduction  of  the  agglutination  test  for  the  diagnosis  of 
typhoid  fever  efforts  were  made  to  apply  the  method  to  the  clinical  diagnosis 
of  diphtheria,  but  so  far  only  one  experimenter  has  done  so  with  marked  suc- 
cess. Schwoner  succeeded  in  immunizing  a  horse  in  such  a  way  as  to  produce 
a  serum  which  agglutinated  different  strains  of  diphtheria  bacilli  in  dilu- 
tions as  high  as  1 :  10,000,  but  not  the  pseudodiphtheria  bacillus.  Lubowski, 
by  using  non-virulent  diphtheria  bacilli,  obtained  a  serum  which  agglutinated 
twenty-three  other  strains,  but  irregularly  and  not  in  dilutions  over  1 :  160. 
Nicholas,  Bruno,  and  Lesieur,  after  many  experiments,  declared  the  agglutina- 
tion test  of  no  value. 

Finally  Martini  tried  to  distinguish  the  true  from  the  pseudo  bacilli  by 
the  bactericidal  action  of  diphtheria  antitoxin  on  the  diphtheria  bacillus. 
He  stated  that  the  latter  would  not  grow  in  such  serum,  while  the  pseudo- 
diphtheria bacillus  would ;  but  this  has  since  been  disproved.  Fraenkel, 
Spronck,  and  Landsteiner  have  shown  that  the  antitoxic  serum  is  not  bacteri- 
cidal to  diphtheria  bacilli,  and  that  there  is  no  difference  between  the  two 
organisms  in  this  respect.  Graham-Smith  endeavors  to  simplify  the  question 
by  making  three  classes  of  organisms :  first,  B.  diphtheriee,  which  is  always 
pathogenic  to  guinea  pigs  and  always  produces  acid  in  sugar  broth;  second, 
the  pseudodiphtheria  bacillus,  never  pathogenic  and  never  producing  acid ; 
and,  third,  a  new  group,  B.  diphtheroides.  It  is  not  quite  clear  how  Graham- 
Smith  distinguishes  this  last  from  the  pseudodiphtheria  bacillus.  Certainly 
the  strains  described  by  him  differ  not  at  all  from  many  so-called  pseudo- 
diphtheria bacilli  in  the  literature. 

Therefore,  according  to  our  present  state  of  knowledge,  we  must  either 
consider  the  Klebs-Loeffier  bacillus,  and  those  resembling  it,  as  essentially 
the  same  organism,  and  their  individual  peculiarities  as  unimportant ;  or,  if 
this  seems  not  in  accordance  with  our  observations  and  we  insist  upon 
recognizing  differerent  varieties,  we  must  admit  that  every  method  of  differ- 
entiating B.  diphtherias  from  the  closely  allied  forms  has  failed  in  the  hands  of 
one  observer  or  another,  and  that  we  are  still  waiting  for  one  which  will  be 
absolutely  decisive. 

According  to  Beck,  and  to  the  latest  utterances  of  Loeffier  and  Spronck, 
it  is  impossible  to  distinguish  the  true  from  the  pseudo  bacillus  by  means  of 
cultural  peculiarities,  morphology,  presence  of  Neisser  granules,  chemical 
activity,  or  virulence  for  animals ;  and  the  only  hope  for  a  sure  method  of 
differentiation  lies  in  the  application  of  specific  sera  to  neutralize  specific 
toxins.  We  know  that  in  clinical  experience  the  reaction  to  the  diphtheria 
antitoxin  is  often  a  very  valuable  aid  to  diagnosis,  for  the  failure  of  such  a 
reaction  shows  that  the  symptoms  in  the  case  were  not  caused  by  the  specific 
toxins  of  the  diphtheria  bacillus.  Experiments  to  demonstrate  the  fact  that 
the  pseuodiphtheria  bacillus  does  not  form  these  toxins  were  made  by  Glttck- 
mann  and  by  Neisser,  who  showed  that  animals  treated  by  repeated  injections  of 
pseudodiphtheria  bacilli  were  not  thereby  rendered  immune  to  B.  diphtherise. 
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The  most  important  and  suggestive  work  in  this  direction  has  been  done  by 
Spronck.  He  proved  that  the  xerosis  and  the  pseudodiphtheria  bacillus  are 
not  attenuated  forms  of  B.  diphtherias,  because  they  do  not  form  the  same 
toxins  as  the  latter.  He  injected  guinea  pigs  with  cultures  of  xerosis  and 
pseudodiphtheria  bacilli  which  were  feebly  virulent,  causing  local  edema, 
loss  of  weight,  loss  of  appetite,  etc.;  and  the  same  symptoms  appeared  in  the 
animals  which  received  a  dose  of  Behring*s  antitoxin  sufficient  to  protect 
against  a  lethal  dose  of  the  diphtheria  bacillus,  as  in  those  which  received 
no  antitoxin,  showing  that  the  toxins  formed  by  the  xerosis  and  pseudo- 
diphtheria bacilli  are  not  neutralized  by  the  diphtheria  antitoxin.  This  test, 
which  seems  both  logical  and  conclusive,  is  rejected  by  Schabad,  who  still 
insists  that  differentiation  between  the  two  organisms  jnust  rest  upon 
morphological  and  chemical  properties,  upon  the  difference  in  shape,  in 
Neisser  granules,  and  in  acid  productions  in  broth  cultures.  Spirig  also 
rejects  Spronck's  method,  but  on  questionable  grounds.  Having  isolated 
from  the  throat  of  a  normal  child  a  bacillus,  resembling  in  appearance  and 
growth  the  pseudodiphtheria  bacillus,  he  tested  it  by  Spronck's  method,  and 
found  that,  as  in  the  case  of  Spronck's  organisms,  the  Behring  antitoxin  did 
not  protect  against  the  effects  produced  by  the  bacillus.  Nevertheless,  Spirig 
continued  to  regard  the  organism  as  a  feebly  virulent  B.  diphtherisB,  chiefly 
on  the  ground  that  it  was  found  in  the  throat  of  a  child  exposed  to  diphtheria 
in  the  course  of  a  rather  extensive  house  epidemic  of  this,  disease. 

The  following  is  an  account  of  the  work  done  in  the  Memorial 
Institute  for  Infectious  Diseases,  first  by  Dr.  E.  H.  Ruediger  and 
later  by  myself,  in  the  course  of  which  it  has  appeared  probable 
that  the  method  suggested  by  Spronck  is  the  most  satisfactory- 
one  for  distinguishing  B.  diphtheriae  from  the  pseudodiphtheria 
bacillus,  and  that  by  this  method  it  is  possible  also  to  prove  that 
the  term  "pseudodiphtheria"'  covers  not  only  one  bacillus,  but  a 
group  of  bacilli. 

During   the  months  from  March  to  July,  1903,  Dr.  E.  H. 

Ruediger  succeeded  in  isolating  from  the  throats  of  seven  fatal 

cases    of   scarlatina,  which    came  under  his  observation  in  the 

Memorial   Institute    for    Infectious   Diseases,    organisms   which 

resembled  B.  diphtherise,  yet  differed  from  it  in  several  important 

respects.     I  quote  from  Dr.  Ruediger's  description  as  follows:* 

**  Clinically  these  cases  were  variously  diagnosed  as  diphtheria,  gangrenous 
tonsilitis,  and  pharyngitis  complicating  scarlatina,  black  scarlet  fever,  and 
black  diphtheria.  The  bacteriologic  examination  in  each  case  made  by  Dr. 
Weaver  showed  "pseudodiphtheria  bacilli."  Five  cases  were  treated  with 
antidiphtheria  serum,  but  the  effects  were  always  bad.  All  symptoms  were 
greatly  aggravated,  an  experience  to  which  Johannessen  called  attention 

•  Tratis,  Chicago  Path.  Soc.,  1903,  6,  43. 
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years  ago.  In  two  of  the  cases,  Nos.  1  and  7,  the  effects  of  the  antidiphtheria 
serum  were  bo  marked  that  it  was  looked  upon  as  having  materially  shortened 
life.  Case  7  died  within  eighteen  hours  after  receiving  10  c.c.  of  serum  valued 
at  4,000  units.  The  two  cases  which  did  not  receive  the  antidiphtheria 
treatment  died  within  a  few  hours  after  admission  to  the  hospital. 

From  the  throats  of  all  these  cases  was  isolated  a  bacillus  which 
resembles  the  true  diphtheria  bacillus,  but  shows  some  cultural  differences. 
This  organism  was  foun^  in  the  throats  in  great  abundance.  The  seven 
strains  cannot  be  distinguished  from  one  another  either  culturally  or  mor- 
phologically. They  differ  from  true  diphtheria  bacilli  and  from  non-pathogenic 
pseudodiphtheria  bacilli  in  the  following  particulars: 


Diphtheria  Bacillus 


BBOTH 

Not  turbid :  white  scum  on  sur- 
face; seaiment  on  bottom: 
clumps  adherent  to  sides  of 
tube. 

AOAB 

Rather  dry,  grayish  growth. 

POTATO 

No  visible  growth. 


LITMUS  MILK 

No  change. 


Organism  No.  5 — Pathofrenic 
Pseudodiphtheria  Bacillus 


BBOTH 

Uniformly  turbid. 


AGAR 

Soft,    moist,    and    whitish 
growth. 

POTATO 

A  hardy,  light-brown  growth, 

LITMU8  MILK 

Milk  is  turned  white  in  five 
to  six  days. 


Non-pathofl[enic  Pseudo- 
diphtheria Bacillus 


BSOTH 

Uniformly  turbid. 


AGAR 

Opaque  whitish  growth. 

POTATO 

Dirty,    grayish,    glistening 
growth. 

LITMX78  MILK 

No  change. 


These  organisms  are  agglutinated  by  the  serum  of  a  rabbit  which  had 
received  three  injections  of  a  twenty-four-hour  bouillon  culture  of  organism 
No.  5.  This  strain  is  agglutinated  in  dilutions  up  to  1:500,  while  the  others 
are  clumped  only  in  dilutions  up  to  1:200.  The  non-pathogenic  pseudo- 
diphtheria bacillus  is  not  agglutinated  by  this  serum.  All  agglutination 
tests  were  macroscopic.  Guinea  pigs  are  not  protected  against  these 
organisms  by  antidiphtheria  serum.  Neisser's  stain  is  of  no  value  in  differ- 
entiating them  from  true  diphtheria  bacilli.  All  seven  strains  are  pathogenic 
for  guinea  pigs,  after  having  been  kept  on  agar  for  several  months,  when 
injected  intraperitoneally  in  doses  of  4  to  5  c.c.  The  virulence  of  organism 
No.  5  was  increased  by  passage  through  guinea  pigs.  After  having  been 
passed  through  four  animals,  1.5  c.c.  of  a  twenty-four-hour  bouillon  culture 
killed  a  250  g.  guinea  pig  within  twelve  hours. 

The  post  mortem  findings  in  the  guinea  pigs  may  be  summed  up  as  fol- 
lows: The  serous  cavities  contain  a  moderate  quantity  of  fluid.  The  liver, 
spleen,  and  kidneys  are  markedly  congested.  The  organism  can  be  isolated 
from  the  peritoneal  cavity,  the  heart's  blood,  and  the  internal  organs. 

Two  guinea  pigs,  (a)  and  (6),  weighing  650  g.  each,  were  now  inoculated 
with  the  virulent  organism  No.  5.  Each  animal  received  2  c.c.  of  a  twenty- 
four-hour  bouillon  culture,  intraperitoneally,  and  (6)  got  at  the  same  time 
2  c.c.  of  antidiphtheria  serum,  valued  at  250  units  per  cubic  centimeter. 
Guinea  pig  (b)  was  found  dead  in  eighteen  hours  after  inoculation,  while  (a) 
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was  apparently  healthy  on  the  second  day.    Guinea  pig  (a)  was  now  given 

2  c.c.  of  antidiphtheria  serum  and  died  within  twelve  hours.  This  antidiph- 
theria  serum  protected  guinea  pigs  against  three  or  four  times  the  minimum 
fatal  dose  of  true  diphtheria  bacillus,  control  animals  dying  in  twelve  to 
twenty-four  hours. 

I  now  undertook  to  prepare  an  antitoxic  serum  for  this  organism.  A 
large  rabbit  was  injected  at  intervals  of  seven  days  with  1,  2,  and  3  c.c.  of  a 
filtered  bouillon  culture  of  organism  No.  5.  A  week  after  the  third  injection 
several  cubic  centimeters  of  blood  were  withdrawn  from  this  rabbit,  and  also 
from  a  normal  rabbit,  allowed  to  clot,  and  the  sera  collected  under  aseptic 
precautions.    Eight  guinea  pigs  were  now  injected  intraperitoneally  with 

3  c.c.  of  a  twenty-four-hour  bouillon  culture  of  organism  No.  5.  Immediately 
after  the  inoculation,  two  of  these  animals  were  given  2  c.c.  of  antidiphtheria 
serum  valued  at  250  units  per  cubic  centimeter.  Two  were  given  2  c.c.  of 
normal  rabbit's  serum,  and  two  others  2  c.c.  of  the  immune  rabbit's  serum. 
The  remaining  two  animals  received  no  treatment  whatever  after  the  inocu- 
lation. All  of  these  animals  died  within  twenty  four  hours,  except  those  two 
which  had  been  treated  with  the  immune  rabbit's  serum.  These  two 
recovered." 

A  short  abstract  of  this  work  of  Dr.  Ruediger's  is  given  in  the  last  article 
by  Graham  Smith,  who  dismisses  it  with  the  remark  that  "the  author  .... 
appears  to  use  the  term  '  pseudodiphtheria '  bacillus  as  equivalent  to  the 
non-virulent  diphtheria  bacillus."  As  the  bacillus  in  question  was  shown  to 
be  decidedly  virulent,  and  was  proved  to  be  not  a  strain  of  the  Bacillus  diph- 
therias— inasmuch  as  the  diphtheria  antitoxin  failed  to  protect  against  it  — 
it  is  difficult  to  see  why  Graham  Smith  would  have  it  designated  as  "a  non- 
virulent  diphtheria  bacillus." 

Dr.  Ruediger's  work  was  broken  oflf  at  this  point  by  his  depar- 
ture for  Manila,  and  at  Dr.  Hektoen's  request  I  took  it  up,  with  a 
view  to  discover  how  often  this  organism  could  be  found  in  cases 
of  diphtheroid  pharyngitis  in  scarlet  fever.  It  so  happened, 
however,  that  the  scarlet  fever  in  Chicago  this  year  was  of  an 
exceedingly  mild  type,  and  but  two  cases  of  pseudomembranous 
scarlatinal  pharyngitis  came  under  observation  at  the  Memorial 
Institute,  both  of  which  proved  to  be  due  to  virulent  strep- 
tococcal infection.  For  lack  of  this  material,  I  undertook  a 
routine  examination  of  the  throats  of  all  the  scarlatina  patients 
who  had  angina  of  more  than  usual  severity  both  in  this  hospital 
and  the  Cook  County  Hospital,  making  in  all  thirty-two  cases 
between  January  1  and  June  1,  1904.  From  twelve  of  these, 
organisms  resembling  more  or  less  B.  diphtherise  were  isolated 
and  studied.  Eighteen  cases  of  diphtheria,  all  but  two  of  them 
from  the  Cook  County  Hospital,  were  also  examined,  and  eight  of 
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these  proved  atypical  in  one  of  two  ways ;  either  the  organism 
isolated  did  not  correspond  to  the  usual  description  of  B.diphtheriaB, 
or  the  clinical  history  showed  that  the  administration  of  diphtheria 
antitoxin  had  not  been  followed  by  favorable  results.  Four  cases 
diagnosed  as  diphtheria  complicating  scajlet  fever  were  examined 
and  pseudodiphtheria  bacilli  isolated  from  two;  four  of  diphtheria 
complicating  measles,  with  pseudodiphtheria  bacilli  in  three;  one 
case  diagnosed  as  scarlet  fever  and  measles  combined,  and  three 
cases  of  measles  with  unusually  severe  pharyngitis,  all  of  which 
yielded  pseudodiphtheria  bacilli.  Finally  from  one  normal  throat 
and  from  one  case  of  tonsillitis,  occurring  in  the  course  of  acute 
inflammatory  rheumatism,  bacilli  of  the  same  kindwere  isolated. 
The  number  of  cases  of  scarlet  fever  in  which  the  so-called 
pseudodiphtheria  bacillus  was  found  is  small — only  eleven  out  of 
thirty -one  cases — but  I  do  not  think  that  this  represents  the  real 
proportion  of  positive  cases.  It  is  probable  that  in  the  earlier 
part  of  the  work  a  faulty  technic  was  responsible  for  the  failure 
to  find  pseudodiphtheria  bacilli  in  a  larger  number  of  cases.  The 
first  cultures  were  made  on  Loeffler's  blood  serum,  upon  which 
medium  the  pseudodiphtheria  bacillus  usually  grows  more  slowly 
than  the  diphtheria  bacillus,  but  when  once  started  grows  more 
abundantly  than  the  latter.  It  happened  several  times  that  serum 
cultures  twenty-four  to  forty -eight  houra  old,  from  a  throat  the 
smears  from  which  had  shown  the  presence  of  suspicious  bacilli, 
would  fail  to  show  anything  but  cocci,  and  the  cultures  would 
then  be  rejected.  Happening  once  to  re-examine  such  a  culture 
after  seven  days,  I  found  it  full  of  slender  curved  and  straight 
rods  with  bipolar  granules.  After  that,  the  first  cultures  were 
made  on  glycerin  agar  as  well  as  upon  serum,  and,  in  case  bacilli 
were  not  found  in  either,  a  loopful  of  the  serum  culture  was  trans- 
ferred to  a  tube  of  broth,  and  from  this  tube  a  loopful  to  the  water 
of  condensation  at  the  bottom  of  a  tube  of  glycerin  agar,  and  the 
tube  tipped  to  allow  the  water  to  run  over  the  inclined  surface  of 
the  agar.  From  such  a  culture  colonies  of  bacilli  could  usually 
be  obtained,  and,  in  case  of  failure,  the  original  serum  culture 
was  allowed  to  stand  at  room  temperature  for  four  or  five  days, 
and  the  procedure  repeated.     By  this  means  it  was  found  possible 
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to  isolate  pseudodiphtheria  bacilli  in  all  cases  in  which  the  ori- 
ginal smears  had  shown  their  presence.  Schabad  has  called 
attention  to  this  slowly  developing  and  finally  abundant  growth 
on  serum  of  the  pseudodiphtheria  bacillus.  Another  source  of 
error  is  the  fact,  pointed  out  by  Kurth,  that  these  bacilli,  when 
grown  in  mixed  culture  with  cocci  and  other  varieties,  form  much 
shorter  rods  than  in  pure  culture.  Indeed,  they  may  sometimes 
look  like  lance-shaped  cocci  in  the  mixed  cultures. 

At  the  outset  in  such  an  examination  one  encounters  the 
question  as  to  what  is  to  be  considered  a  pseudodiphtheria  bacil- 
lus. Usually  this  term  is  applied  to  bacilli  which  resemble  more 
or  less  B.  diphtherisB,  but  are  shorter  and  thicker  than  the  com- 
moner types  of  the  latter.  Many  describe  them  as  short,  wedge- 
shaped  rods,  often  lying  in  pairs  with  their  bases  facing  each 
other  (Wesbrook's  Type  D  2).  Probably  this  is  the  same  form 
as  the  one  described  by  Graham-Smith:  "darkly  stained,  oval, 
with  one  narrow,  unstained  septum."  By  others  the  typical 
pseudodiphtheria  bacillus  is  said  to  be  short  and  thick,  and  to 
contain  granules  whose  diameter  is  smaller  than  that  of  the  bacil- 
lus. "*  There  are,  however,  authors  who  give  this  name  to  bacilli 
which  do  not  in  the  least  resemble  the  bacillus  of  diphtheria  and 
could  never  be  mistaken  for  it — large,  thick  rods,  devoid  of  bars 
or  granules,  either  staining  solidly  or  with  a  clear  spot  in  the  center. 
Such  is  the  pseudodiphtheria  bacillus  of  Spirig  and  of  Schwoner, 
and  such  a  bacillus  is  shown  in  one  of  the  cuts  in  Schabad^s 
article.  These  large  rods  with  clear  center  were  encountered 
very  frequently  in  the  throat  cultures  examined  by  me,  but  they 
were  ignored,  for  there  seemed  no  grounds  for  considering  them 
pseudodiphtheria  bacilli,  as  they  do  not  resemble  either  morpho- 
logically or  culturally  the  Klebs-Loeffler  bacillus.  Only  those 
organisms  were  isolated  which  corresponded  to  one  or  the  other  of 
the  types  described  and  pictured  by  Wesbrook,  namely,  granular 
or  barred  rods,  of  varying  length  or  outline,  and  solid  rods, 
slender,  curved  or  straight,  spindle-shaped,  clubbed,  or  wedge- 
shaped. 

Thirty-one  such  bacilli  were  isolated,  fourteen  of  which  proved 
pathogenic  to  guinea  pigs,  seventeen  non-pathogenic.     Diagram 
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1  gives  a  tabulation  of  the  seventeen  non-pathogenic  organisms. 
For  brevity's  sake,  the  term  *' typical  diphtheria  bacillus"  is  used 
to  describe  a  polymorphous  bacillus  containing  granules  staining 
red  by  Loeffler's  methylene  blue  and  presenting  the  usual  variety 
of  forms,  including  spindles,  -clubs,  and  jointed  rods.  Deviations 
from  the  typical  pseudodiphtheria  bacillus  are  entered  in  italics. 

Of  all  these  seventeen  organisms  only  two,  Nos.  13  and  14, 
were  diagnosed  as  diphtheria  bacilli  from  the  eighteen-hour  serum 
culture.  No.  13  was  from  the  aural  discharge  of  a  scarlet  fever 
patient,  and  was  found  in  pure  culture.  It  differed  so  much  in 
its  cultural  characteristics  from  the  Loeffler  bacillus,  liquefying 
both  gelatin  and  blood  serum,  that  it  could  easily  be  distinguished 
from  the  latter. 

No.  14  corresponded  in  morphology  and  culture  with  B.  diph- 
therias, but  the  clinical  history  did  not  point  to  diphtheria.  There 
was  no  membrane  in  the  throat,  and  none  of  the  children  in  the 
same  ward  developed  diphtheria.  Two  successive  doses  of  this 
organism — the  first  as  large  as  1  per  cent,  of  the  body  weight, 
the  second  2  per  cent. — caused  no  symptoms  in  guinea  pigs,  only 
a  slight  loss  of  weight.  It  is,  of  course,  possible  that  this  was  an 
attenuated  B.  diphtherise. 

No.  12  was  hardly  typical  enough  to  be  pronounced  an 
undoubted  B.  diphtherise,  especially  as  clinical  confirmation  was 
wanting.  The  short,  solid  forms  predominated,  nevertheless 
Neisser  granules  were  present,  and  in  its  growth  on  all  media 
except  agar  it  corresponded  to  B.  diphtherise. 

The  other  fourteen  bacilli  represented  the  forms  which  we  are 
accustomed  to  regard  as  typical  of  B.  pseudodiphtherise,  although, 
as  we  have  already  seen,  Wesbrook  claims  the  solid  wedges  and 
slender  rods  as  among  the  commonest  types  of  the  true  diphtheria 
bacillus. 

There  is  a  great  variety  in  the  growth  of  these  different  organ- 
isms on  solid  media,  some  growing  abundantly,  like  the  typical 
pseudodiphtheria  bacillus,  others  more  like  B.  diphtherise.  Three 
of  them,  Nos.  13,  16,  and  17,  liquefied  serum  and  gelatin,  as  did 
Klein's  "B.  diphtheroides,"  and  Graham  Smith's  "B.  diphthe- 
roides  liquefaciens."     Nos.  15,  16,  and  17  differed  from  all  the 
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others  in  turning  agar  a  deep  brownish  or  purplish  color — a 
property  which  both  Prochaska  and  Escherich  considered  charac- 
teristic of  the  pseudodiphtheria  bacillus. 

Neisser  granules  were  present  in  Nos.  12,  13,  and  14  only. 
Seven  of  the  seventeen  developed  in  old  serum  culture  typical 
diphtheria-like  forms — a  fact  which  Schabad  has  also  noted  of 
the  organisms  studied  by  him. 

All  were  entirely  non-pathogenic  for  guinea  pigs,  except  Nos. 
2,  3,  10,  14,  and  15,  which,  in  doses  of  1.5  to  2  per  cent,  of  the 
body  weight,  caused  a  transient  loss  of  weight.  Apparently  Nos. 
1,  4,  9,  and  13  were  pathogenic  to  man.  No.  1  was  found  in  pure 
culture  on  the  tonsils  of  a  case  of  acute  articular  rheumatism  with 
tonsillitis.  A  similar  organism  was  found  by  Zamiko  in  a  similar 
case.  This  pseudodiphtheria  bacillus  was  typical  in  morphology 
and  culture,  and  in  absence  of  virulence  for  guinea  pigs,  yet  it 
was  apparently  the  cause  of  a  severe  tonsillitis  in  a  woman. 

No.  4  was  obtained  by  aspiration  of  a  swollen  tonsil  which  was 
supposed  to  be  the  seat  of  suppuration.  The  few  clear  drops  thus 
drawn  contained  a  pure  culture  of  a  bacillus  resembling  in  many 
ways  B.  diphtherise,  but  differing  from  it  in  the  absence  of  Neis- 
ser's  granules,  in  growth  on  potato,  and  in  absence  of  virulence 
for  guinea  pigs. 

No.  9  was  found  in  large  numbers,  mixed  with  a  few  cocci,  in 
the  throat  of  a  child  who  was  suffering  from  a  severe  tonsillitis 
with  a  slight  red  rash  over  the  body.  A  positive  diagnosis  was 
never  made  in  this  case.  The  child  had  a  history  of  several  such 
attacks,  but  she  did  not  contract  scarlet  fever  after  several  weeks' 
sojourn  in  the  scarlet-fever  ward. 

Finally,  No.  13  was  obtained  in  pure  culture  from  the  aural  dis- 
charge of  a  convalescent  scarlet-fever  patient.  Seen  in  stained  speci- 
mens it  was  apparently  a  typical  B.  diphtherisB,  but  the  abundant, 
moist  growth,  the  liquefaction  of  serum,  and  the  absence  of  viru- 
lence for  guinea  pigs  served  to  distinguish  it  from  the  latter. 

Turning  now  to  the  sixteen  pathogenic  organisms,  a  word  of 
explanation  is  needed  as  to  the  method  employed  in  determining 
virulence.  Dr.  Ruediger  had  found  that  his  strains  of  pseudo- 
diphtheria bacillus  killed  guinea  pigs  of  500-GOO  g.  in  doses  of  5 
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c.c.  of  broth  culture  injected  into  the  peritoneum.  One  organism, 
No.  5,  he  succeeded  in  rendering  more  virulent  by  successive 
passages  through  guinea  pigs,  but  when  it  reached  my  hands 
this  increased  virulence  had  already  disappeared,  and  it  required 
4  c.c.  to  kill  a  500  g.  guinea  pig.  Following  his  example,  I  used 
intraperitoneal  injections  instead  of  subcutaneous,  beginning  with 
a  dose  equal  to  1  per  cent,  of  the  body  weight,  and  increasing  or 
diminishing  it  according  to  the  result.  Post-mortem  examination 
of  the  animals  showed  that  the  organisms  produced  two  different 
effects,  one  of  which  corresponds  more  to  that  caused  by  the  intra- 
peritoneal injection  of  diphtheria  bacilli,  the  other  to  that  caused 
by  the  injection  of  Ruediger's  bacillus.  The  first  class  caused  death 
in  forty-eight  hours,  rarely  sooner,  sometimes  after  four  to  eight 
days,  in  which  case  the  animals  became  emaciated,  and  in  one 
case  (No.  6)  showed  typical  post-diphtheritic  paralysis.  Animals 
living  more  than  three  days  usually  yielded  no  cultures  at  all ; 
those  dying  more  quickly  yielded  cultures  from  the  site  of  inocu- 
lation, from  the  peritoneum,  and  rarely  from  the  blood  or  organs. 
The  changes  found  in  these  animals  were  usually  infiltration  or 
hemorrhage  at  the  site  of  inoculation,  rarely  pleuritic  effusion, 
but  usually  a  clear,  reddish,  or  gelatinous  exudate  in  the  peri- 
toneum. The  upper  small  intestine  was  collapsed  and  red,  the 
liver  and  kidneys  somewhat  congested,  the  spleen  unchanged, 
and  the  adrenals  large  and  dark  red. 

Animals  injected  with  Ruediger's  bacillus,  and  organisms 
resembling  it,  died  almost  always  within  eighteen  to  twenty-four 
hours.  The  body  was  extraordinarily  limp,  and  there  was  seldom 
any  infiltration  at  the  site  of  inoculation.  The  peritoneum  con- 
tained a  large  quantity  of  clear,  reddish  fluid,  the  liver  and 
kidneys  were  much  congested,  the  latter  often  dripping  blood  on 
section.  The  spleen  was  unchanged,  and  there  was  no  change  in 
the  adrenals.  The  bacilli  could  be  isolated  from  the  peritoneal 
and  pleural  fluids,  the  blood,  urine,  and  all  the  organs,  and  from 
the  subcutaneous  tissue  in  a  few  cases.  This  general  bacteriemia 
occurred  also  when  the  injection  was  made  into  the  subcutaneous 
tissue.  According,  therefore,  to  the  effect  on  guinea  pigs,  we 
have  here  two  distinct  classes  of  organisms. 
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Whenever  a  bacillus  had  proved  virulent  to  guinea  pigs,  two 
further  experiments  were  made  with  it.  A  dose  of  diphtheria 
antitoxin,  suflScient  to  protect  against  a  lethal  dose  of  diphtheria 
bacilli,  was  given  to  one  guinea  pig  together  with  the  ascertained 
lethal  dose  of  the  organism  in  question.  At  the  same  time  a 
second  guinea  pig  was  given  a  lethal  dose  of  the  organism,  and 
also  a  sufficient  quantity  of  the  serum  of  a  rabbit  immunized 
against  Ruediger's  bacillus  to  protect  against  a  lethal  dose  of  the 
latter.  The  results  of  these  exjxjriments,  as  well  as  the  cultural 
and  morphological  and  chemical  characteristics  of  the  fifteen 
organisms,  are  given  in  Diagram  2.  For  the  sake  of  brevity, 
the  pathological  changes  in  guinea  pigs  are  designated  as 
"diphtheria-like,"  or  "like  Ruediger;"  the  cultures  on  solid  media 
are  not  given  separately,  and  the  description  "like  diphtheria" 
signifies  grayish  colonies  on  serum,  rather  scanty,  translucent 
growth  on  agar,  no  visible  growth  on  potato,  and  a  delicate  growth 
in  gelatin  stab  not  spreading  and  not  liquefying.  Derivatives 
from  the  typical  B.  diphtherise  are  entered  in  italics. 

It  is  necessary  to  add  some  details  to  the  chief  features  shown 
in  the  diagram: 

No.  1  was  from  a  case  of  typical  diphtheria,  but  the  culture,  taken  on  one 
of  the  first  days  of  the  disease,  showed  only  the  short,  solid,  wedge-shaped 
rods  usually  regarded  as  typical  pseudodiphtheria  bacilli.  It  was  only  in 
broth  cultures  that  the  bacilli  developed  bipolar  granules.  This  case  con- 
firms the  statement  of  Wesbrook  that  the  short,  solid  bacillus  is  sometimes 
the  only  form  found  in  cases  of  clinical  diphtheria.  At  first  the  growth  on 
solid  media  was  like  that  of  a  typical  B.  diphtheriae,  but  later  on  it  became 
increasingly  luxuriant,  creamy,  moist,  and  spreading.  No.  15  of  the  first  series 
was  isolated  from  this  same  patient. 

The  virulence  of  bacillus  No.  1  was  not  great;  1.5  per  cent  of  the  body 
weight  was  required  to  kill  a  guinea  pig.  The  changes  produced  were  those 
of  experimental  diphtheria;  the  bacilli  recovered  were  slender,  barred  and 
pointed  at  the  ends.  Diphtheria  antitoxin  protected  guinea  pigs  against  this 
bacillus. 

No.  2  was  from  the  throat  of  a  girl  who,  while  convalescing  from  measles, 
developed  a  typical  scarlatinal  rash,  with  rise  of  temperature  and  severe 
angina.  The  case  was  diagnosed  as  measles  complicated  with  scarlet  fever, 
and  antitoxin  was  not  administered.  The  tonsils  and  pharynx  were  swollen 
deep  red,  and  covered  with  grayish  patches.  Cultures  from  the  throat  showed 
large  numbers  of  short  and  long  slender  rods,  without  bars  or  granules 
although  old  cultures  showed  also  short  barred  and  granular  forms.  The 
creamy,  moist,  spreading  growth  on  solid  media  resembled  that  of  the  Rue- 
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diger  bacillus,  and  so  did  the  effect  upon  guinea  pigs.  Doses  of  1  per  cent,  of 
the  body  weight  intraperitoneally  killed  in  twenty-four  to  forty-eight  hours, 
with  lesions  like  those  produced  by  Ruediger's  bacillus,  and  the  organism 
could  be  recovered  from  all  fluids  and  organs.  At  the  site  of  inoculation  a 
hemorrhagic  area  was  usually  found,  and  in  one  instance,  bacilli,  identical  in 
appearance  (microscopic)  with  typical  diphtheria  bacilli,  were  found.  Refer- 
ence has  already  been  made  to  Ohlmacher's  case,  in  which  the  organisms 
originally  isolated  were  simply  solid,  short  rods,  but  those  recovered  after 
passage  through  a  guinea  pig  were  typical  diphtheria  bacilli. 

No.  2  resembled  morphologically,  culturally,  and  in  the  lesions  produced 
by  it  the  Ruediger  bacillus,  but  differed  from  it  in  one  essential  point:  the 
diphtheria  antitoxin  protected  animals  against  it,  while  the  Ruediger  serum 
had  no  protective  action.  Therefore,  in  spite  of  many  deviations  from  the 
usual  type,  one  is  forced  to  consider  it  a  member  of  the  B.  diphtherise  group. 

No.  3,  from  a  case  of  diphtheria,  resembled  No.  1  in  that  only  short,  solid 
rods  grew  on  serum  in  the  first  eighteen  hours.  The  cultures  resembled 
macroscopically  those  of  a  scantily  growing  diphtheria  bacillus,  but  in  its 
pathogenesis  the  organism  proved  not  to  be  a  strain  of  B.  diphtherisB.  It 
was  injected  into  two  guinea  pigs,  one  of  which  received  also  the  usual  dose 
of  antitoxin,  and  this  animal  died  in  five  days,  while  that  which  had  received 
no  antitoxin  lived  for  nineteen  days.  Far  from  protecting,  the  antitoxin 
seemed  to  act  unfavorably,  hastening  the  death  of  the  animal.  The  virulence 
of  this  organism  was  slight  and  transient,  for  when  an  attempt  was  made 
later  on  to  test  the  action  of  the  Ruediger  serum,  it  was  found  that  the  bacillus 
no  longer  killed  guinea  pigs.  No.  3  is  apparently  a  feeble  virulent  pseudo- 
diphtheria  bacillus. 

The  following  eight  belong  to  the  group  of  organisms  designated  by  Rue- 
diger as  "virulent  pseudodiphtheria  bacilli."  They  differ  from  each  other 
culturally,  morphologically,  and  in  acid  production,  but  have  these  two  impor- 
tant characteristics  in  common:  they  all  cause  general  bacteriemia  in  guinea 
pigs,  and  their  effect  on  these  animals  is  inhibited  by  Ruediger's  serum,  but 
not  by  diphtheria  antitoxin. 

No.  4  was  from  a  case  of  pseudomembranous  tonsillitis  which  was  diag- 
nosed clinically  as  diphtheria.  The  membrane  on  the  tonsils  and  the  consti- 
tutional symptoms  were  typical,  but  injections  of  antitoxin — 2,000  units 
administered  twice  — had  absolutely  no  effect,  either  locally  or  upoii  the 
general  symptoms.  The  first  serum  cultures  from  the  throat  were  not  entirely 
typical,  the  rods  being  somewhat  shorter  and  thicker  than  the  usual  forms. 
The  growth  on  solid  media  was  like  that  of  a  typical  pseudodiphtheria 
bacillus;  the  effect  upon  guinea  pigs  was  like  that  of  the  Ruediger  bacillus 
and  was  neutralized  by  the  Ruediger  serum,  but  not  by  diphtheria  antitoxin. 

No.  4  is  therefore  a  virulent  pseudodiphtheria  bacillus,  and  the  failure  of 
the  diphtheria  antitoxin  to  affect  the  clinical  symptoms  would  seem  to  be 
explained. 

No.  5  was  in  all  respects  a  typical  diphtheria  bacillus,  except  that  it  was 
not  neutralized  by  diphtheria  antitoxin,  but  was  neutralized  by  the  Ruediger 
serum.  Clinically  this  was  a  mild  case  of  diphtheria.  Antitoxin  was  admin- 
istered, but  it  is  impossible  to  see  from  the  history  that  any  effect  followed. 
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Nos.  6  and  7  may  be  considered  together,  as,  except  for  slight  cultural 
differences,  they  resembled  each  other  closely.  They  were  isolated  from  the 
throats  of  a  father  and  son  who  entered  the  County  Hospital  with  the  diag- 
nosis of  scarlatinal  diphtheria.  The  father  said  that  three  other  members  of 
his  family  had  had  the  same  disease,  one  lightly,  one  much  more  severely, 
and  the  third  fatally.  In  the  case  of  the  two  in  the  County  Hospital,  the 
throat  symptoms  consisted  in  redness  and  swelling,  but  no  membrane.  The 
man.  No.  7,  had  a  high  temperature  and  a  vivid,  "lobster-colored"  rash; 
the  boy  had  apparently  a  moderately  severe  case  of  scarlatina.  Both  were 
given  antitoxin  with  no  upparent  effect.  The  organisms  were  virulent,  No.  6 
apparently  less  virulent  for  a  man  than  No.  7;  it  was  much  more  so  for  guinea 
pigs,  proving  fatal  in  doses  as  small  as  0.2  per  cent,  of  the  body  weight. 

Nos.  6  and  7  both  caused  general  infection  in  guinea  pigs,  both  failed  to 
be  neutralized  by  the  diphtheria  antitoxin,  and  both  were  neutralized  by  the 
Ruediger  serum. 

No.  8  belongs  to  the  same  class  as  the  foregoing  five  in  pathogenesis  for 
animals,  and  in  the  fact  that  it  was  neutralized  by  Ruediger*s  serum.  Isolated 
from  a  normal  throat,  the  organism,  in  morphology  and  cultural  character- 
istics, was  apparently  a  typical  pseudo-diphtheria  bacillus,  virulent  for  guinea 
pigs,  but  causing  no  symptoms  in  man. 

This  is  an  additional  proof  that  the  virulence  for  man  of  a  certain  organ- 
ism cannot  be  determined  with  entire  certainty  by  testing  it  on  guinea 
pigs.  In  the  first  series  of  bacilli  not  pathogenic  for  guinea  pigs  we  have 
seen  that  four  were  in  all  probability  pathogenic  for  man.  Here  we  have  an 
instance  of  the  converse. 

No.  9,  from  a  case  of  measles  with  unusually  severe  throat  symptoms,  is 
the  sixth  organism  in  this  series  belonging  to  the  class  of  virulent  pseudo- 
diphtheria  bacilli  which  are  neutralized  by  the  Ruediger  serum.  The 
appearance  under  the  microscope,  of  this  bacillus,  was  that  of  the  less  usual 
tyi)e  of  B.  diphtherias,  but  Neisser  granules  were  present.  It  grew  abundantly 
on  potato. 

No.  10  was  obtained  in  pure  culture  from  the  ear  of  a  scarlet  fever  con- 
valescent who  developed  an  otitis  media.  Culturally  it  corresponded  exactly 
to  the  organisms  16  and  17  of  the  non-pathogenic  series,  liquefying  serum, 
causing  a  brownish-purple  discoloration  in  agar  slants  and  a  growth  like  a 
smear  of  grape-jelly  on  potato.  Morphologically  it  came  nearer  to  the 
diphtheria  bacillus;  the  rods  were  longer,  and  a  few  barred  forms  and 
Neisser  granules  were  present.  The  virulence  of  this  bacillus  was  not  test.^d 
until  fully  five  months  after  its  isolation,  when  it  was  found  to  cause  bac- 
teriemia  in  guinea  pigs,  fatal  within  twenty-four  hours.  Diphtheria  antitoxin 
had  no  effect.    Ruediger's  serum  afforded  full  protection. 

No.  11  also  belongs  to  this  class.  It  was  isolated  from  the  throat  of  a 
child,  who,  without  appearing  very  ill,  had  swollen  tonsils,  covered  with  a 
delicate,  veil-like  exudate.  Smears  from  the  throat  showed  typical  diphtheria 
bacilli,  and  2,000  units  of  antitoxin  were  administered.  At  this  time  the 
child  was  playing  about  the  room,  but  soon  after  the  injection  of  antitoxin 
his  temperature  rose,  he  became  markedly  worse,  and  died  in  less  than 
twenty-four  hours.    Pure  cultures  from  the  throat  on  Loeffler*s  serum  showed 
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short  and  long,  straight  and  curved,  rods  with  Neisser  granules,  which,  how- 
ever, were  of  narrower  diameter  than  the  rods.  On  all  culture  media  the 
growth  resembled  that  of  a  diphtheria  bacillus.  Less  than  1  per  cent,  of  the 
body  weight  of  a  broth  culture  killed  guinea  pigs  in  twenty-four  to  forty- 
eight  hours,  producing  a  general  bacteriemia  and  no  change  in  the  adrenals. 
Diphtheria  antitoxin  exerted  no  protective  influence ;  indeed,  the  animals 
injected  with  it  died  somewhat  earlier  than  those  without  (six  to  eight  hours). 
On  the  other  hand,  the  Ruediger  serum  did  protect,  so  that  we  have  here 
again  a  virulent  pseudodiphtheria  bacillus  of  the  same  group  as  Ruediger's. 

Five  of  these  eight  virulent  pseudodiphtheria  bacilli  were  from  cases 
diagnosed  as  diphtheria  and  treated  with  antitoxin.  In  two  of  them,  Nos.  4 
and  8,  no  alleviation  of  the  symptoms  could  be  seen,  and  in  one.  No.  11,  the 
effect  was  apparently  unfavorable.  Nos.  5  and  6  were  too  mild  for  any  effect 
to  have  been  noted. 

Nos.  12, 13,  and  14  differ  from  the  other  members  of  the  pseudodiphther  a 
group  so  far  described  in  that  they  ferment  glucose  with  the  formation  of 
gas.  This  property  was  discovered  accidentally  when  glucose  agar  was  substi- 
tuted for  the  usual  glycerin  agar.  Morphologically  they  might  easily  pass 
for  either  pseudodiphtheria  bacilli  or  the  less  usual  types  of  diphtheria  bacilli, 
especially  in  older  serum  cultures,  when  typical  granular  forms  often  develop. 
The  cultures  on  all  media  except  glucose  agar  might  pass  for  pseudodiphtheria 
bacilli.  They  all  produced  general  infection  in  guinea  pigs,  but  they  were 
not  neutralized  either  by  diphtheria  antitoxin  or  by  the  Ruediger  serum. 
No.  12  was  obtained  in  pure  culture  from  the  nose  of  the  patient  whose  throat 
yielded  No.  4  of  this  series.  No.  13  was  found  in  the  same  throat  as  No.  9  of 
this  series.  No.  14  was  from  the  throat  of  a  case  of  measles  with  severe 
pharyngitis. 

We  have,  then,  twenty-nine  organisms  which  are  all,  with 
the  exception  perhaps  of  the  last  three,  pseudodiphtheria  bacilli ; 
that  is,  they  correspond  to  some  member  of  this  loosely  formed 
group  already  described  in  the  literature.  They  may  be  divided 
into  at  least  three  separate  groups.  First,  there  is  the  group  of 
those  which  are  non-pathogenic  to  guinea  pigs — a  group  which 
probably  should  be  further  subdivided,  for  some  are  apparently 
pathogenic  to  man,  and  there  are  certainly  decided  differences  as 
far  as  cultural  characteristics  go.  Yet  a  basis  of  sub-classifica- 
tion would  be  hard  to  find.  Second,  there  is  a  well-defined  group 
of  organisms  pathogenic  to  guinea  pigs,  producing  a  general 
bacteriemia,  and  neutralized  by  the  serum  of  a  rabbit  immunized 
against  one  member  of  the  group.  Third,  the  organisms  which 
form  gas  in  glucose  media,  produce  bacteriemia  in  guinea  pigs, 
and  are  neutralized  neither  by  diphtheria  antitoxin  nor  by  the 
{>seudodiphtheria  serum. 
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The  second  class  is  much  the  most  imi^ortant,  for  it  is  apparently 
the  most  pathogenic  to  man,  and  contains  those  organisms  which 
are  most  apt  to  be  mistaken  for  the  diphtheria  bacillus. 

Including  the  seven  strains  isolated  by  Dr.  Ruediger,  there 
have  been  fifteen  organisms  belonging  to  this  group  obtained 
during  a  little  more  than  a  year's  time  in  this  laboratorj'  from 
clinical  material  which  was  far  from  abundant.  The  cases  were 
scattered  through  the  year  and  were  not  connected,  except  those 
of  the  family  to  which  Nos.  0  and  7  belonged. 

Five  of  these  fifteen  organisms  would  not  have  been  discovered 
save  as  a  result  of  a  routine  experimental  study  of  the  bacteria  of  a 
certain  number  of  throats,  for  there  was  nothing  unusual  in  the 
symptoms  of  the  cases  in  question.  These  were,  the  bacillus 
from  the  normal  throat,  the  one  from  the  pharyngitis  of  measles, 
the  one  from  the  ear  in  scarlet  fever,  and  the  two  from  the  mild 
cases  of  supposed  diphtheria. 

The  other  ten  were  from  cases  in  which  the  clinical  symptoms 
pointed  to  diphtheria,  but  in  which  the  diphtheria  antitoxin 
failed  to  alleviate,  if  it  did  not  aggravate,  the  condition  present. 

A  careful  search  through  the  literature  fails  to  bring  to  light 
instances  of  diphtheria  in  which  the  injection  of  antitoxin  proved 
ineffectual  or  deleterious,  and  in  which  a  thorough  bacteriological 
examination  was  made  with  control  experiments  on  animals. 
Where  such  instances  are  mentioned — and  even  a  passing  men- 
tion is  rare — it  is  assumed  that  they  must  have  been  due  to 
"mixed  infection,"  the  object  apparently  being  to  lay  no  stress  on 
anything  which  might  throw  doubt  on  the  absolute  harmlessness 
of  diphtheria  antitoxin.  Undoubtedly,  many  cases  of  fatal 
diphtheria  and  of  diphtheroid  pharyngitis  in  scarlet  fever  are 
due  to  the  pyogenic  cocci.  This  has  been  proved  over  and  over. 
Yet  the  experience  in  this  laboratory  shows  that  a  certain,  and  a 
not  insignificant,  proi)ortion  of  these  cases  is  due  to  invasion  by 
a  bacillus  morphologically  and  culturally  similar  to  B.  diphtherise, 
but  of  an  absolutely  distinct  variety. 

It  is  a  question  whetlier  in  our  cases  the  antitoxin  acted  more 
deleteriously  than  it  often  does  in  perfectly  normal  persons,  when 
givi^n  for  the  purpose  of  immunization.     Johannesen  has  shown 
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that  a  large  proportion  of  normal  persons  react  more  or  less 
severely  to  even  small  doses  of  horse  serum.  Alfoldi*  reports  a 
case  ending  fatally  on  the  fourth  day  after  injection,  the  child 
having  been  entirely  healthy  at  the  time  of  the  injection.  In  the 
case  of  the  sick  it  is,  of  course,  impossible  to  say  how  much  the 
aggravation  of  the  symptoms  is  due  to  the  course  of  the  disease 
itself  and  how  much  to  the  administration  of  the  antitoxin.  In 
Nos.  1  and  7  of  Dr.  Ruediger's  cases,  and  in  the  one  fatal  case  of 
my  series — No.  11 — there  was  a  strong  suspicion  that  death  was 
hastened  by  the  antitoxin. 

It  is  much  to  be  regretted  that  no  bacteriological  examination 
was  made  of  the  blood  and  organs  of  these  fatal  cases.  Judging 
from  the  effect  on  guinea  pigs,  it  seems  probable  that  a  general 
bacteriemia  would  be  found  in  such  cases.  This,  if  it  proves  true, 
will  lead  one  to  ask  if  it  is  not  possible  that  some  of  the  instances 
reported  as  "  general  infection  by  B.  diphtherise"  may  not  belong  in 
this  class  instead.  Such  cases  have  been  reported  by  Councilmen, 
Wright,  and  others.  Wright  succeeded  in  recovering  the  organ- 
isms from  the  blood  and  organs  of  guinea  pigs  injected  with  the 
cultures  from  some  of  his  cases.  I  find,  however,  only  one  report 
of  experiments  to  prove  the  exact  nature  of  the  bacillus  isolated. 
Stephens  and  Parfitt,  who  point  out  this  missing  link  in  the 
literature,  showed  that  in  their  cases  diphtheria  antitoxin  afforded 
protection  to  guinea  pigs  against  a  lethal  dose  of  the  organism. 

In  Howard's  famous  case  of  acute  ulcerative  endocarditis, 
without  diphtheria,  pure  cultures  of  a  diphtheria-like  organism 
were  isolated  from  the  vegetations  on  the  valves  of  the  heart,  and 
from  the  spleen  and  kidneys,  but  the  bacillus  proved  to  be  non- 
pathogenic for  guinea  pigs. 

A  rapid  method  of  diagnosis  remains  to  be  found  between  B. 
diphtheriee  and  the  virulent  pseudodiphtheria  bacillus — an  awkward 
name  which  has  nothing  to  recommend  it  but  the  lack  of  a  better 
one.  Our  results  confirm  the  experiments  of  Spronck,  and  show 
that  animal  experiments  are  the  only  sure  means  of  distinguishing 
the  two;  but  this  method  is  obviously  not  adapted  to  a  prompt  diag- 
nosis in  cases  where  a  question  arises  as  to  the  administration  of 

*Berl.  klin.  Wchwichr.,  IXft"),  p.  285. 
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antitoxin.  As  we  have  seen,  morphology  and  presence  or  absence 
of  Neisser  granules  are  of  little  value  as  diagnostic  points.  The 
formation  of  acid  or  alkali  in  broth  cultures  is  subject  to  too 
many  variations  to  be  depended  upon  absolutely.  Schabad  is 
perhaps  the  most  enthusiastic  advocate  of  this  method  of  diag- 
nosis, and  his  figures  show  that  if  the  average  obtained  from  a 
large  number  of  strains  of  B.  diphtherise  is  compared  with  the 
average  obtained  from  a  large  number  of  pseudodiphtheria  bacilli, 
the  contrast  is  very  striking.  But  single  instances  of  the  former 
may  produce  acid  very  feebly,  while  the  latter  may,  during  the 
first  forty-eight  hours — the  time  when  it  is  most  important  to 
make  a  diagnosis — produce  a  decided  amount  of  acid.  The  fol- 
lowing results  were  obtained  by  titration  of  nineteen  pathogenic 
bacilli;  pseudodiphtheria  bacilli  of  my  own  series  and  of  Dr. 
Ruediger  s,  Schabad's  method  having  been  carefully  followed. 

Schabad  gives  the  amount  of  acid  produced  by  B.  diphtheriae, 
as  follows:  Two  days,  5  to  22;  four  days,  0  to  24;  seven  days, 
10  to  21;  the  numbers  signifying  cubic  centimeters  of  normal 
sodium  hydroxide  solution  required  to  neutralize  one  liter  of 
broth  culture. 

The  same  method  was  used  in  the  titration  of  broth  cultures 
of  the  strains  isolated  by  Dr.  Ruediger  and  the  pathogenic  strains 
in  my  own  series,  with  the  following  results: 


2  Days 

4  Days 

Dr.  Rnediirer's 
series 
1.- 

7 
7 
4 
2 
1 
0 
-1 

6 
10 

5 
7 
6 
2 

1 

7 
7 
2 
4 

1.5 

2 

0.5 

3 

2.5 

4 

0.5 

■.) 

1 

6 

1 

7 

-1 

My  series 
pathof^enic 
1 

1.5 

2 

3 

3 

4 

4 

6 

10 

7 

6 

8 

3 

9 

3 

10. 

2 

11. 

9 

12 

1 

1.3 

12 

14 
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These  figures  show  that,  although,  on  the  whole,  the  pseudo- 
diphtheria  bacillus  forms  less  acid  in  forty-eight  hours  thanB.diph- 
theriaB,  yet  there  are  strains — no  less  than  nine  in  the  above  series — 
which  produce  as  much  as  the  less  vigorous  acid-producers  among 
the  former.  By  four  days  the  difference  is  much  more  marked, 
but  here,  too,  there  are  exceptions,  four  of  the  pseudodiphtheria 
strains  still  producing  large  quantities  of  acid  after  four  days. 

In  point  of  accuracy  and  promptness,  then,  the  production  of 
acid  in  broth  cultures  fails  as  a  method  of  diagnosis  between  the 
two  organisms,  and  a  more  rapid  and  sure  method  is  demanded.  It 
will  be  my  aim  in  continuing  this  study  to  work  toward  the  dis- 
covery of  such  a  method,  and  also  to  ascertain  the  exact  nature  of 
the  immune  serum  obtained  by  injecting  rabbits  with  cultures  of 
these  strains  of  the  virulent  pseudodiphtheria  bacillus. 

I  take  pleasure  in  acknowledging  my  indebtedness  to  Dr. 
Hektoen,  not  only  for  suggesting  this  investigation,  but  for  many 
helpful  suggestions  in  carrying  it  out. 
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EXPERIMENTAL  STBEPTOCOCCrS  AKTHBITIS  IX 
RELATION  TO  THE  ETIOLOGY  OF  ACTT'E  ARTIC- 
l  LAR  RHEUMATLSM.* 

Rupus  I.  CoLE,M.D^ 

A.HHiiciato  in  MfKlicine.  The  Johns  Hopkins  UniTersity.  ResidcBi  Phr^iciao.  Tlw  Jttbn> 

Hopkins  HospitaL 

The  following  theories  as  to  the  etiology  of  acute  aitieolar 
rheumatism  are  held  by  those  who  believe  in  its  bacterial  origin : 

1.  That  it  is  due  to  a  specific  micro-organism,  as  yet  undis- 
covered. 

2.  That  it  is  due  to  various  pyogenetic  cocci,  mainly  the  ordi- 
nary strei)tococci ;  that  it  is  a  mild  form  of  pyemia. 

3.  That  it  is  due  to  a  si)ecific  streptococcus  or  diplococcns. 

4.  That  it  is  due  to  a  s{>ecific  bacillus — Bacillus  of  Achalme. 
The  evidence  adduced  by  those  holding  the  last  view  is  not  at 

all  convincing.  At  present  the  second  and  third  views  have 
most  siip|)orter8,  and  it  is  mainly  these  that  we  propose  to  con- 
sider. 

The  view  that  acute  articular  rheumatism  is  caused  by  strepto- 
(jocci  or  diplococci  is  based,  first,  on  the  isolation  by  various 
observers  from  the  blood,  joints,  urine,  or  inflammatory  exudates 
in  certain  cases,  clinically  resembling  acute  articular  rheumatism, 
of  streptococci  or  diplococci ;  and,  second,  by  the  production  of 
arthritis  and  endocarditis  in  rabbits  by  the  introduction  of  pure 
cultures  of  these  organisms  into  the  circulation.  Furthermore, 
for  a  long  time  a  close  relationship  between  angina  and  rheumatic 
fever  has  been  recognized,  and  Meyer  has  cultivated  from  the 
throats  of  rheumatic  patients  suiBFering  from  angina  streptococci 
which  when  introduced  into  rabbits  also  produced  arthritis  and 
endocarditis. 

Without  reviewing  in  detail  the  results  of  the  various  observers 
who  have  cultivated  cocci  from  cases  of  rheumatic  fever,  we  may 
say  that  all  investigators  have  not  had  similar  fortunate  results. 

*  Rrcoivi'd  for  publication  October  5, 1904. 
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With  a  fairly  generally  distributed  organism  like  the  strepto- 
coccus, the  possibility  of  contamination  must  always  be  borne  in 
mind,  and  the  possibility,  in  the  more  severe  cases  at  least,  that 
the  streptococcus  infection  is  a  terminal  or  secondary  one,  must 
be  considered.  Streptococci  are  so  frequently  found  in  the  throat, 
especially  in  all  forms  of  angina,  that  the  importance  of  their 
presence  in  rheumatic  angina  must  rest  entirely  with  the  demon- 
stration of  specific  characteristics.  So  also  the  diflSculty  in 
diJBFerentiating  acute  rheumatism  from  certain  cases  of  septic 
arthritis  -and  acute  forms  of  arthritis  deformans  adds  to  the 
chances  for  error. 

During  the  past  three  years,  in  practically  all  cases  of  acute 
articular  rheumatism  treated  in  this  hospital  routine  cultures 
have  been  made  from  the  blood,  and  from  the  joints  whenever 
any  effusion  was  present  in  the  latter.  So  far  all  our  cultures 
from  cases  of  acute  articular  rheumatism  have  been  negative. 
Similar  results  have  been  obtained  by  Philip,*  who  made  cultures 
twenty-one  times  from  the  blood  and  six  times  from  the  joints  in 
twenty-four  cases  of  acute  articular  rheumatism,  and  also  made 
cultures  twice  from  the  blood  and  twice  from  the  joints  in  four 
cases  of  chronic  rheumatism  (arthritis  deformans).  The  cultures 
were  made  in  a  great  variety  of  both  solid  and  liquid  media,  and 
were  cultivated  both  aerobically  and  anafirobically.  Inoculations 
directly  from  patients  were  also  made  into  guinea  pigs,  rabbits, 
dogs,  monkeys,  and  calves.  But  from  none  of  these  cases  could 
any  bacteria  be  cultivated. 

The  view  that  the  cocci  hitherto  cultivated  from  rheumatic 
cases  are  specific,  i.  e.,  differ  inherently  from  the  ordinary  Strepto- 
coccus pyogenes,  is  based  mainly  on  the  supposedly  characteristic 
effects  when  introduced  into  rabbits,  and  to  a  less  extent  on  cer- 
tain cultural  and  morphological  peculiarities.  The  main  charac- 
teristic pathogenic  effects  claimed  have  been  the  development 
of  a  multiple  arthritis,  and  in  certain  cases  endo-  and  peri- 
carditis. Meyer^  laid  stress  on  the  mild  character  of  the  arthritis 
and  the  absence  of  bacteria  in  the  affected  joints,  though  other 
observers,  making  the  same  claim  of  specificity  for  this  strepto- 
coccus, repeatedly   cultivated  the  organisms  from   the   inflamed 
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joints.     However,  ''long  ago  Loeffler,  with  a  streptococcus  isolated 

from  a  case  of  scarlet  fever  angina,  repeatedly  produced  joint 

inflammation,    indeed   so   often    that    he    definitely    spoke  of   a 

'streptococcus  articulorum.'     It  is  further  quite  well  known  that 

Buday  produced  polyarthritis  in  animals  with  streptococci  isolated 

from  a  septic  joint  infection"  (quoted  by  Singer').    Also  Menzer, 

by  the  injection  of  a  streptococcus  isolated  from  a  breast  abscess, 

and  of  a  second  one  isolated  from  a  case  with  septic  endocarditis, 

produced   eflFects   in    rabbits   similar   to   those   which   had  been 

reported  by  Meyer  with  streptococci  from  rheumatic  angina,  and 

by  Westphal,  Wassermann,  and  Malkoflf*   with  streptococci  from 

a  case  of  chorea,  and  by  Menzer  and  others  from  rheumatic  fever 

cases.     The  evidence  up  to  1902  in  regard  to  the  bacterial  etiology 

of  rheumatic  fever  has  been  all  collected  and  reviewed  by  Menzer,* 

and   I  have,  therefore,  not  detailed    the    previous  observations. 

Menzer  concluded : 

The  cause  of  acute  articular  rheumatism  is  not  a  specific  bacterium,  but 
the  ordinary  parasites  of  the  mouth,  which  under  certain  conditions  have 
become  pathogenic.  Almost  exclusively  are  streptococci  the  organisms 
concerned.  These  streptococci  are  by  far  the  most  common  cause  of  the 
different  forms  of  angina,  and  also  of  the  so-called  angina  rheumatica. 

Since  the  publication  of  Menzer's  monograph,  however,  several 
English  observers*  have  continued  to  report  the  isolation  and  study 
of  a  diplococcus  or  streptococcus  from  the  blood,  joints,  urine,  or 
inflammatory  exudates  of  certain  cases  clinically  resembling  acute 
rheumatic  fever.  This  organism  they  regard  as  a  specific  micro- 
organism, and  consider  as  a  cause  (some  of  them  as  the  cause)  of 
rheumatic  fever,  and  for  it  Walker  has  proposed  the  name  Micro- 
coccus rheumaticus.  Poynton  and  Paine  have  not  claimed  the 
discovery  of  this  organism,  but  in  their  earlier  papers  have 
endeavored  to  show  its  identity  with  the  organisms  described 
previously  by  Triboulet,  Dana,  and  Westphal,  Wassermann  and 
Malkoflf.  As  the  present  paper  proposes  to  deal  with  the  claim 
as  to  the  specificity  of  the  organisms  described,  it  will  not  be 
necessary  here  to  give  the  details  as  to  the  manner  of  isolation 
and  source  of  the  organisms  studied. 

•Poynton  and  Paine,  Ainley  Walker,  Beaton  and  Walker,  Shaw,  Beattie.  (See  list 
of  references  at  the  end  of  this  paper.) 
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The  claims  of  the  various  writers  as  to  specificity  of  the  organ- 
isms isolated  are  based  on  morphological,  cultural,  and  pathogenic 
peculiarities  of  the  organism  isolated.  In  the  various  papers  pub- 
lished, reports,  usually  quite  meager,  of  the  morphological  and 
cultural  characteristics  are  given.  But  in  none  of  them  have  I 
been  able  to  find  any  definite  characters  given  which  will  serve 
definitely  to  identify  this  organism  from  the  ordinary  Streptococ- 
cus pyogenes.  In  the  first  reports  it  was  spoken  of  as  a  diplo- 
coccus,  then  as  a  diplococcus  frequently  growing  in  chains,  and  iA 
some  of  the  papers  very  long  chains  are  described. 

To  summarize  briefly  the  results  obtained  in  the  eflForts  to 
separate  this  coccus  on  morphological  or  cultural  grounds,  we  can- 
not do  better  than  quote  certain  conclusions  from  the  papers  of 
Beaton  and  Walker  and  of  Shaw,  whose  papers  (except  that  of 
Beattie,  which  adds  nothing  to  this  aspect  of  the  subject)  have 
appeared  last  and  deal  more  extensively  with  the  cultural  and  mor- 
phological characteristics  than  the  others  have  done.   Walker  says : 

This  organism  has  been  classed  by  Paine  and  Poynton  as  a  diplococcus ; 
by  the  German  workers  it  is  usually  called  a  streptococcus.  So  far  as  our 
own  observations  go,  the  pairing  of  the  cocci  is  usually  very  marked  in  recent 
cultures,  and  more  especially  in  the  original  cultivations,  and  in  body  fluids 
or  on  agar-agar ;  and  chains  may  be  quite  infrequent  in  the  Alms.  Under 
cultivation  the  arrangement  in  chains  becomes  more  marked,  and  cultures 
grown  in  milk  or  in  a  highly  alkaline  bouillon  frequently  present  long  chains, 
which  in  some  cases  may  extend  across  one  or  more  fields  of  the  microscope 
w^ith  a  one-twelfth  oil  immersion  objective.  When  growing  in  the  tissues — 
aSf  for  example,  in  endocarditic  vegetations  in  the  human  subject  — the 
majority  of  the  cocci  are  seen  to  be  in  pairs,  but  sections  not  infrequently 
show  chains  of  half  a  dozen  individuals  or  more. 

Whether  the  micrococcus  be  spoken  of  as  a  diplococcus  or  a  streptococcus 
does  not  appear  to  be  of  any  great  impoitance,  and  might  be  regarded  merely 
as  a  matter  of  words. 

But  w^e  think  that  the  persistent  application  of  the  former  term  to  an 
organism  which  is  at  present  indistinguishable  on  culture  media  from  an 
ordinary  streptococcus,  and  which  in  cultures  often  shows  a  marked  tendency 
to  grow  out  into  chains,  has  probably  tended  to  delay  considerably  its  general 
recognition  by  bacteriologists :  for  we  have  no  hesitation  in  saying  that  with- 
out animal  experiments  it  would  almost  certainly  be  diagnosed  as  an  ordi- 
nary streptococcus  by  anyone  [italics  ours]  to  whom  cultures  and  stained 
preparations  were  submitted  without  comment. 

Culturally  this  organism  resembles  a  streptococcus,  but  that  it  is  specif- 
ically different  from  the  ordinary  streptococci  is  rendered  probable  by  our 
results  on  the  application  of  the  test  of  Marmorek. 
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Since,  however,  the  value  of  this  test  for  determining  specificity 
has  had  so  much  doubt  thrown  upon  it  by  the  work  of  Meyer," 
and  Aronson,^''  and  others,  and  esj)ecially  since  Walker's  observa- 
tions were  so  few  and  reported  with  such  slight  detail,  this  evi- 
dence at  present,  at  least,  cannot  be  considered  very  valuable. 

Shaw's  results  are  especially  imix)rtant  in  this  connection,  as 
he  worked  with  organisms  obtained  from  several  observers.  He 
describes  the  organism  as  a  '*  streptococcus,  and,  though  usually 
smaller  than  the  Streptococcus  pyogenes  commonly  met  with,  it 
might  ea.^ily  be  mistaken  for  it  [italics  ours].  It  grows  well  on 
the  ordinary  nutrient  media."  .The  only  characteristic  given 
which  might  serve  to  separate  it  from  Streptococcus  pyogenes  is 
the  following :  When  grown  on  blood  agar  '*  the  blood  agar  under- 
goes a  change  in  color.  The  bright  red  color  is  replaced  by  a 
dull  brown  or  rusty  appearance,  or  even  a  greenish-brown  tint.". 
He  says:  "In  the  case  of  several  other  varieties  of  micrococci 
investigated,  this  alteration  in  color  does  not  occur,  e,  g.,  with  the 
Streptococcus  jyyogenes  and  the  Streptococcus  septicaerniae'*^  {?), 

Reference  to  a  publication  of  SchottmllUer's,"  however,  shows 
that  a  similar  reaction  has  been  described  as  occurring  with  a 
large  number  of  streptococci  obtained  from  widely  differing  sources, 
none  of  which  were  rheumatic  fever  cases.  These  races  have  been 
grouped  by  that  writer  into  a  separate  variety,  to  which  he  gives 
the  name  Streptococcus  mitior  seu  viridcms^  in  contra-distinction 
to  the  variety  Streptococcus  longus  pathog.  seu  erysipelatos^  by 
which  only  hemolysis  of  the  blood  medium  is  produced,  but  no 
discoloration.  He  calls  special  attention  to  the  fact  that  in  the 
cases  where  the  former  variety  occurred  the  infection  was  milder 
than  that  associated  with  the  latter  variety. 

It  is  further  stated  by  Shaw  that 

the  characteristics  described  above  apply,  in  the  first  place,  to  the  organism 
isolated  by  Wassermann  and  Westphal,  but  they  apply,  without  modification, 
as  far  as  morphology  and  cultural  characteristics  go,  to  the  micrococcus  kindly 
sent  me  by  Dr.  E.  W.  A.  Walker  from  Guy's  Hospital,  and  to  that  sent  by  Dr. 
F.  J.  Poynton  from  the  Hospital  for  Sick  Children,  Great  Ormond  Street. 

From  all  this  it  is  evident  that  at  present  the  claims  for  speci- 
ficity of  this  organism  must  rest  on  the  results  obtained  by  inocu- 
lation into  animals. 
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Practically  all  of  the  observers  who  have  been  mentioned  as 
describing  a  coccus  associated  with  rheumatic  fever,  have  been 
able,  by  the  inoculation  into  rabbits  of  quite  large  amounts  of  this 
streptococcus,  to  induce  multiple  arthritis  of  variable  grades  of 
intensity,  in  some  cases  endocarditis  and  pericarditis,  and  in  a  few 
experiments  a  condition  said  by  the  writers  to  resemble  chorea. 
It  would  lead  us  too  far  to  attempt  a  detailed  description  and 
report  of  the  experiments  of  these  observers  whose  papers  are  all 
easily  accessible. 

WRITER'S  OWN  EXPERIMENTS. 
While  making  a  series  of  cultures  from  cases  of  acute  rheu- 
matic fever  and  endocarditis,  a  streptococcus  was  cultivated  from 
the  blood  of  the  patient  whose  history  is  given  below  in  abstract. 

streptococcus  from  case  "rand." 
Barber,  Colored,  Aged  Fifty.    Admitted  November  12,  1903. 

The  patient  said  he  had  always  been  quite  well  up  to  five  or  six  years 
before  admission,  when  he  began  to  have  ''heart  trouble."  For  a  year  or 
more  he  had  been  troubled  with  "rheumatic  pains  in  his  joints,"  though  no 
definite  history  of  acute  rheumatic  fever  could  be  obtained. 

Following  a  spree  four  weeks  before  admission,  the  patient  noticed  swell- 
ing of  both  legs,  right  hand,  and  arm,  and  he  complained  of  headache  and 
pains  in  his  joints.  He  soon  became  slightly  irrational.  This  lasted  a  few 
days,  and  then  he  became  suddenly  unconscious,  and  it  was  found  there  was 
complete  right-sided  hemiplegia.  The  right  arm  was  constantly  in  motion 
with  spasmodic  movements.  The  mental  condition  began  to  clear  up  on  the 
third  day,  and  there  was  gradual  improvement  in  the  muscular  powder.  On 
November  10  there  came  another  sudden  attack  of  unconciousness,  and  again 
complete  loss  of  power  on  right  side. 

On  admission  he  apparently  understood  what  was  said  to  him,  but  could 
not  articulate  distinctly.  There  was  almost  complete  right-sided  flaccid 
hemiplegia.  The  area  of  cardiac  dulness  was  moderately  increased.  The 
heart  action  was  very  irregular,  and  there  were  signs  of  aortic  and  mitral 
insufficiency.  There  was  no  edema  of  extremities,  and  no  definite  signs  of 
arthritis  could  be  made  out.    Temperature,  101  ?5;  pulse  100. 

The  patient  remained  in  about  the  same  condition,  the  temperature  being 
continually  elevated,  ranging  between  100"  and  103°,  until  November  17,  when 
a  blood  culture  was  taken  and  a  streptococcus  isolated,  the  number  of  colonies 
averaging  about  6  to  1  c.c.  of  blood.  The  patient's  condition  gradually  grew 
worse,  and  death  occurred  on  December  7.  At  no  time  was  any  arthritis 
made  out.  The  clinical  diagnosis  was  acute  endocarditis,  cerebral  embolism, 
septicemia.  Cultures  from  the  blood  w^ere  made,  as  above  stated,  on  November 
17,  and  again  on  November  20,  on  the  latter  date  about  30  colonies  devel- 
•  oping  from  each  cubic  centimeter  of  blood.    On  November  24  cultures  were 
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again  made  from  the  blood,  about  thirty  five  colonies  to  each  cubic  cen- 
timeter developing,  and  on  November  30  blood  cultures  again  showed 
streptococci  in  about  the  same  number.  On  December  6  blood  cultures  were 
again  made,  with  a  like  result. 

Autopsy  showed  as  the  principal  lesions  acute  and  subacute  vegetative 
mitral  and  aortic  endocarditis,  cardiac  hypertrophy  and  dilatation,  chronic 
passive  congestion  of  the  internal  viscera,  multiple  infarction  of  spleen  and 
kidneys,  thrombosis  of  left  middle  cerebral  artery,  with  extensive  softening  of 
the  internal  capsule. 

Although  this  organism  grew  well  on  ordinary  media,  and  culturally  no 
difference  from  the  common  Streptococcus  pyogenes  could  be  made  out,  it  was 
thought,  owing  to  the  presence  of  endocarditis  and  history  of  a  previous 
attack  of  rheumatism,  that  possibly  the  organism  was  identical  with  the 
so-called  "Micrococcus  rheumaticus;"  so  a  serias  of  inoculation  experiments 
was  undertaken.  The  study  of  this  organism  formed  the  beginning  of  the 
present  series  of  observations. 

As  the  organism  grew  rather  better  on  glycerin  agar  than  on  plain  agar, 
and  as  most  of  the  inoculation  experiments  reported  by  the  English  observers 
had  been  made  with  emulsions  made  of  the  growth  on  dry  media,  either  blood 
agar  or  glycerin  agar,  it  was  thought  best  to  continue  the  use  of  this  medium 
and  method  for  the  inoculation  material.  Slant  6  per  cent,  glycerin  agar  tubes 
were  used,  and  the  inoculating  material  was  thoroughly  smeared  over  the  sur- 
face with  a  platinum  needle.  After  twenty-four  hours*  growth  about  1  c.c.  of 
bouillon  was  poured  over  each  tube,  and  the  growth  scraped  off  with  a  plat- 
inum needle  and  thoroughly  mixed  with  the  bouillon.  After  the  desired 
number  of  tubes  of  suspension  had  been  so  prepared,  they  were  poured 
together  into  a  sterile  dish,  and  the  fluid  drawn  into  a  glass  syringe  and  in  all 
cases  inoculated  into  the  ear  vein,  being  careful  that  it  all  entered  the  vein 
and  did  not  spread  subcutaneously.  In  this  way  ear  abscesses  were  avoided 
almost  entirely.    ■ 

INOCULATION  EXPERIMENTS. 

Rabbit  /.—Rabbit  apparently  healthy.    Temperature,  99?6. 

XI-28 :  Inoculation  into  the  ear  vein  of  an  emulsion  made  from  growth 
on  four  glycerin  agar  tubes  (twenty-four  hours*  growth). 

XI-29 :    Rabbit  apparently  well. 

XI-30 :  Lame  in  left  front  leg :  will  not  put  left  foot  to  ground ;  hops 
about  on  three  legs ;  the  left  elbow  is  swollen  and  sensitive.  Temperature, 
101?8. 

XII-1 :  Some  improvement  in  the  left  fore  leg,  but  there  appeared  to  be 
some  soreness  in  the  left  hind  leg.    Temperature,  102?1. 

XII-2 :    Left  hind  leg  still  seems  tender.    Temperature,  100?8. 

XII-3:  Condition  better,  no  lameness.  Temperature,  99°6.  Reinocu- 
lated ;  emulsion  made  from  growth  on  five  glycerin  agar  tubes  (twenty- four 
hours*  growth).  There  was  no  lameness  or  swelling  of  the  joints  following 
this  inoculation ;  temperature  ranged  t>etween  99?1  and  99?8,  and  animal  did 
not  appear  sick  until  XII-9,  when  the  temperature  was  101",  and  the  rabbit 
was  quite  lame  in  the  left  hind  leg.  The  lameness  persisted  until  XII-13, 
when  death  occurred.    The  autopsy  showed  slight  reddening  of  the  inner  . 
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surface  of  the  capsule  of  the  left  hip  joint  and  a  small  amount  of  slightly 
turbid,  thick,  tenacious,  exudate  in  the  joint.  There  was  no  roughening  of 
the  cartilage.  A  similar  condition  was  found  in  the  left  elbow.  All  the  other 
joints  appeared  normal.  There  were  no  microscopic  lesions  in  any  of  the 
viscera.  Smears  were  made  of  the  exudate  in  the  left  hip  and  elbow.  These 
were  stained  with  an  aqueous  solution  of  methylene  blue.  From  both  joints 
the  cellular  constituents  of  the  exudate  were  found  to  be  mainly  polymor- 
phonuclear cells,  with  a  few  large  mononuclear  cells.  A  few  biscuit-shaped 
diplococci  were  found  in  smears  from  each  joint. 

The  upper  part  of  the  left  femur,  with  as  much  of  the  capsule  of  the 
joint  as  possible  attached,  was  hardened  in  alcohol  and  decalcified  in  a  nitric 
acid  solution.  Longitudinal  sections  through  this  piece  show  a  mild  inflamma- 
tion of  the  superficial  layers  of  the  inner  surface  of  the  capsule,  especially 
marked  at  the  edge  of  the  cartilage  and  just  outside  this  line.  The  surface 
is  covered  by  a  small  amount  of  exudate  containing  mostly  polymorphonu- 
clear leucocytes  and  a  few  red  blood  corpuscles.  The  cartilage  covering  the 
head  of  the  bone  is  quite  smooth  and  unaffected. 

Unfortunately  the  records  from  cultures  of  this  rabbit  have  been  lost. 

Rabbit  //.—Rabbit  apparently  healthy.    Temperature,  99?4. 

XII-9:  Inoculation  into  the  ear  vein  of  an  emulsion  made  from  the 
growth  on  six  glycerin  agar  tubes  (twenty-four  hours'  growth). 

The  rabbit  appeared  to  be  stiff  in  its  movements  several  days  after  the 
inoculation,  though  at  no  time  could  any  definite  lameness  or  swelling  of  the 
joints  be  made  out.  The  temperature  ranged  between  100°  and  102°  from 
XII-12  to  XII-20,  on  which  day  the  animal  died. 

At  autopsy  all  of  the  joints  were  carefully  examined,  but  no  macroscopical 
lesions  were  found  in  any  except  the  left  shoulder,  where  the  inner  surface  of 
the  capsule  showed  considerable  redness,  and  there  was  a  small  amount  of 
tenacious,  sticky,  muco-purulent  exudate.  No  erosion  of  the  cartilage  was 
seen.  The  internal  organs  appeared  normal.  Cultures  made  from  the  heart's 
blood,  liver,  kidney,  spleen,  gall  bladder,  right  shoulder,  left  elbow,  and  right 
knee  showed  no  growth.  The  culture  from  the  left  shoulder  showed  a  growth 
of  streptococci  which  were  identified  as  identical  with  those  inoculated. 

Smears  made  from  the  exudate  in  the  left  shoulder  joint  showed  many 
polymorphonuclear  leucocytes  and  some  large  mononuclear  ceils.  A  moderate 
number  of  diplococci  were  seen.  These  were  usually  oval  with  the  long  axis 
transverse  to  the  direction  of  the  pair  and  the  adjacent  surfaces  slightly 
flattened.    No  chains  were  found. 

The  left  shoulder,  with  portion  of  the  humerus  and  scapula,  was  hardened, 
decalcified,  sectioned,  and  stained.  The  sections  show  a  considerable  infiltra- 
tion of  the  capsule,  and  swelling  and  intiltration  of  the  villous  projections. 
There  is  no  erosion  or  roughening  of  the  cartilage.  The  infiltration  is  mainly 
with  polymorphonuclear  cells. 

Rabbit  III. — This  rabbit  had  two  inoculations,  the  first  on  X 11-17  of  an 
emulsion  from  six  glycerin  agar  tubes  (twenty-four  hours'  growth),  and  again 
on  XII-29  of  an  emulsion  from  the  growth  on  six  glycerin  agar  tubes,  the 
organism  used  for  the  latter  growth  being  that  obtained  from  the  joint  of 
Rabbit  II.    After  the  first  inoculation  no  lameness  was  made  out,  but  after 
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the  second  inoculation,  on  XII-31,  there  were  definite  tenderness  and  lameness 
in  the  right  fore  leg  and  in  the  left  hind  leg.  No  swelling  of  the  joints  could 
be  detected. 

The  autopsy  showed  a  mild  involvement  of  the  right  shoulder,  left  hip, 
and  right  hip,  similar  to  that  seen  in  Rabbits  I  and  II. 

Cultures  made  from  the  heart's  blood,  left  knee,  left  hip,  left  elbow,  right 
hip,  right  knee,  and  right  elbow  were  all  sterile.  On  the  plate  made  from  the 
right  shoulder  there  developed  about  twenty  colonies,  all  of  which  were  alike, 
and  which  were  proved  to  be  streptococci  like  those  inoculated. 

Although  there  was  no  growth  from  the  right  hip,  smears  of  the  exudate 
made  from  this  joint  showed  a  few  diplococci.  No  diplococci,  however  could 
be  made  out  in  smears  from  the  left  hip,  though  the  exudate  was  quite  puru- 
lent, more  so  than  that  in  the  right  hip. 

Sections  were  made  through  both  hips  and  show  quite  marked  infiltration 
of  the  villi  and  capsule  near  its  junction  with  the  cartilage  with  small  round 
cells  and  polymorphonuclear  leucocytes.  There  is  considerable  congestion 
apparent  about  the  joint,  and  the  exudate  into  the  joint  shows  many  pus  cells, 
as  well  as  mononuclear  cells.  The  left  hip  shows  more  marked  changes  than 
the  right. 

Rabbit  /K.— XII-29 :  Inoculation  into  the  ear  vein  of  an  emulsion  made 
from  the  growth  on  six  glycerin  agar  tubes  (twenty-four  hours'  growth).  The 
organism  in  this  case  was  that  obtained  from  the  left  shoulder  of  Rabbit  II. 

On  the  third  day  following  the  inoculation  the  rabbit  began  to  appear 
sick,  would  not  move  unless  urged,  and  all  its  joints  appeared  painful;  the 
animal  would  not  use  the  left  hind  leg.  This  lameness  and  stiffness  continued, 
at  tinies  one  extremity  appearing  more  lame,  and  again  another.  The  animal 
lost  rapidly  in  weight.  The  lameness,  however,  grew  less,  and  on  I-ll  it  was 
inoculated  intravenously  with  an  emulsion  made  from  the  growth  on  six 
glycerin  agar  tubes  (twenty-four  hours'  growth)  of  organism  from  Rabbit  II. 
On  I-ll  the  lameness  and  stiffness  in  joints  again  began,  especially  marked 
in  the  left  hind  leg.  This  again  disappeared  by  1-19.  On  this  day  a  similar 
reinoculation  was  made  as  on  previous  occasions.  On  this  occasion  the  lame- 
ness and  stiffness  were  not  evident  until  a  week  after  the  inoculation.  Again, 
while  the  lameness  was  quite  general,  it  was  most  marked  in  the  left  knee. 
This  lameness  lasted  three  days.  Following  this,  the  rabbit  was  inoculated 
on  1-29, 11-16,  III-l,  III-29,  and  IV-7,  on  each  occasion  lameness  and  stiff- 
ness of  the  joints  appearing  four  to  seven  days  after  the  inoculation.  As, 
however,  the  lameness  and  joint  involvement  became  less  with  the  later  inocu- 
lation, it  was  thought  well  to  try  the  effect  of  a  different  strain,  so  on  IV-12 
inoculation  with  the  organism  obtained  from  the  case  "Gold  "  was  made.  The 
results  with  autopsy  are  given  below  (case  "  Gold,"  Rabbit  IV). 

Babbit  K.— This  animal  was  repeatedly  inoculated  with  an  emulsion  from 
the  growth  on  glycerin  agar  tubes  of  organisms  from  Case  "Rand."  The 
inoculations  occurred  on  I-ll,  1-19,  1-28,  Il-l,  11-10,  III-2,  III-29,  IV-7, 
IV-23,  and   IV-27. 

From  four  days  to  a  week  after  each  one  of  the  inoculations  there  were 
very  definite  tenderness  and  lameness  in  the  larger  joints.  There  is  still 
marked  lameness  in  the  left  fore  leg  three  weeks  after  the  last  inoculation. 
The  animal  has  not  yet  been  killed. 
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Rabbit  VI. — 1-29 :  Inoculated  intravenously  with  an  emulsion  made  from 
the  growth  on  six  glycerin  agar  tubes  (twenty-four  hours'  growth).  The 
organism  was  obtained  from  the  right  shoulder  of  Rabbit  III.  There  was  no 
evident  effect,  and  on  II-4  a  second  similar  inoculation  was  made.  One  week 
following  this  there  were  swelling  and  tenderness  of  the  left  shoulder.  The 
animal  was  quite  lame,  would  not  put  left  fore  foot  to  the  ground.  The  right 
hind  leg  also  seemed  stiff  and  painful.  On  11-17  another  inoculation  similar 
to  the  first  two  was  made.  Three  days  later  the  swelling  and  lameness  of  the 
joints  again  became  very  marked.    This  lameness  lasted  for  several  days. 

III-l :  Another  similar  inoculation  was  made  with  similar  results,  and 
the  rabbit  died  on  1 1 1-7. 

At  autopsy  it  was  found  that  the  right  shoulder  contained  an  excess  of 
sticky,  slightly  turbid  fluid.  The  inner  surface  of  the  capsule  was  injected. 
There  was  no  erosion  of  the  cartilage.  Similar  slight  changes  were  found  in 
the  left  shoulder  and  both  hips.  The  other  joints'  all  appeared  normal  on 
macroscopical  examination.  The  internal  organs  showed  no  gross  macroscop- 
ical  lesions. 

Cultures  made  from  the  left  knee,  left  elbow,  and  left  hip  showed  the 
growth  of  a  moderate  number  of  streptococci,  corresponding  in  all  character- 
istics to  those  inoculated.  Cultures  from  the  right  knee  were  sterile.  From 
the  heart's  blood,  liver,  and  right  kidney  there  was  a  very  profuse  growth  of 
streptococci.  Coverslips  made  from  the  heart's  blood,  liver,  and  kidney 
showed  a  moderate  number  of  diplococci,  while  in  those  made  from  the  left 
shoulder  no  cocci  could  be  found  after  a  prolonged  search.  Unfortunately, 
smears  were  not  made  from  the  other  joints. 

Sections  were  made  from  the  head  of  the  left  femur,  but  practically  no 
changes  could  be  made  out. 

Finding  that  the  results  obtained  by  inoculation  of  this  strep- 
tococcus agreed  quite  closely  with  those  obtained  by  other  observers 
with  inoculation  of  the  so-called  "Micrococcus  rheumaticus,"  it 
was  decided  to  try  streptococci  from  other  sources  in  a  similar 
manner.  The  following  protocols  give  the  results  obtained  with 
six  other  races  of  streptococci  from  various  sources. 

streptococcus  no.  222.3. 

This  was  obtained  at  autopsy  from  the  peritoneal  cavity  of  a 
man,  aged  fifty-seven,  dying  from  an  acute  terminal  infection 
-complicating  carcinoma  of  the  stomach.  There  was  no  arthritis 
or  endocarditis,  and  no  history  was  obtained  of  rheumatism. 

INOCULATION    EXPERIMENTS. 

Rabbit  /.—Inoculated  I-19-'0i,  intravenously.  The  emulsion  was  made 
from  the  growth  od  four  glycerin  agar  tubes  (twenty-four  hours'  growth).  No 
lameness  or  swelling  of  the  joints  was  made  out  before  death,  which  occurred 
after  forty-eight  hours.  At  autopsy  there  were  no  macroscopical  lesions  in 
any  joint.    A  pure  culture  of  streptococcus  was  obtained  from  the  heart's 
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blood.  No  cultures  were  made  from  the  joints.  The  organism  obtained  from 
the  heart's  blood  in  this  case  was  repeatedly  transferred  on  glycerin  agar 
and  then  inoculated  into  another  rabbit. 

Rabbit  //.—Inoculated  IV-18-'04,  intravenously.  The  emulsion  was  made 
from  the  growth  on  seven  glycerin  agar  tubes  (twenty  four  hours*  growth). 
The  organism  was  obtained  from  Rabbit  I. 

On  the  third  day  after  inoculation  the  rabbit  was  stiff  and  lame  in  both 
hind  legs.  There  was  considerable  swelling  of  the  left  tarsal  joint.  This  ten- 
derness and  swelling  of  the  joints  were  more  marked  on  the  fourth  day,  when 
death  occurred. 

Autopsy.— The  right  knee,  both  hips,  and  both  elbows  appeared  quite 
normal  on  gross  examination.  The  tissues  about  both  tarsal  joints  were  very 
edematous,  and  the  joints  contained  an  excess  of  turbid  fluid.  Both  shoul-  . 
ders  also  contained  an  excess  of  turbid  fluid,  the  joint  capsules  being  dis- 
tended and  reddened.  The  exudate  was  not  so  sticky  as  seen  in  some  of  the 
other  cases.  The  cartilage  appeared  unaffected.  The  left  knee  was  also  dis- 
tended with  turbid  fluid ;  no  erosion  of  the  cartilage.  No  gross  lesions  were 
made  out  in  the  internal  organs,  except  in  the  heart.  Both  segments  of  the 
initial  valve  showed  considerable  thickening  along  the  free  margins.  One  of 
the  segments  was  removed  and  sections  made.  These  show  a  typical  acute 
valvular  endocarditis.  There  is  marked  thickening  and  infiltration  with 
polymorphonuclear  leucocytes  and,  in  places,  minute  ulcers  are  seen. 

Cultures  were  made  from  the  heart's  blood,  spleen,  liver,  kidney,  right 
tarsus,  right  and  left  shoulders,  right  knee.  In  all  cultures  there  was  a  mod- 
erately profuse  growth  of  streptococci.  In  smears  made  from  the  heart's 
blood  no  cocci  were  found.  A  few  diplococci  were  present  in  smears  made 
from  the  spleen  and  liver,  and  they  were  very  numerous  in  the  kidney  smears. 
In  coverslips  made  from  the  left  knee  very  numerous  dipplococci  were  found ; 
no  chains  were  seen.  In  the  coverslips  made  from  both  shoulders  and  left 
ankle  a  great  many  diplococci  were  found,  and  these  were  sometimes  collected 
into  short  chains  of  three  to  five  pairs. 

STBEPTOCOCCUS    NO.  22ffl. 

This  streptococcus  was  also  obtained  at  autopsy  from  a  case  of 
puerperal  septicemia  with  acute  endocarditis  and  pericarditis. 
Death  occurred  three  weeks  after  abortion,  previous  to  which  time 
the  patient  had  been  quite  well.  There  was  no  arthritis.  Strep- 
tococci were  obtained  from  the  heart's  blood  during  life  and  the 
clinical  features  of  the  case  were  those  of  septicaemia. 

INOCULATION   EXPERIMENTS. 

Rabbit  /.—Inoculated  I-23-'04,  intravenously,  the  emulsion  being  made 
from  the  growth  on  two  glycerin  agar  tubes  (forty  eight  hours'  growth).  On 
the  third  day  there  were  noted  some  lameness  and  stiffness  in  the  right  hind 
leg.  This  continued  for  two  days.  On  I-29-'04  the  animal  was  reinoculated 
with  the  emulsion  from  four  glycerin  agar  tubes,  and  again  on  II-4-'04  with 
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the  emulsion  made  from  six  tubes  (twenty-four  hours'  growth).  Three  to 
four  days  after  each  inoculation  the  tenderness  and  lameness  became  more 
marked.  With  the  last  inoculation  the  lameness  was  most  marked  in  the 
left  fore  leg. 

On  II-9-'04  the  rabbit  was  killed.  At  autopsy  the  tissues  about  the  left 
shoulder  were  found  to  be  very  edematous  and  swollen.  The  joint  was  much 
distended,  and  the  capsule  was  filled  with  a  purulent  fluid  containing  flaky 
masses.  The  right  knee  joint  was  also  found  to  be  affected  On  opening  the 
capsule  of  the  joint  a  sticky,  purulent  fluid  exuded.  The  capsule  was  found 
reddened,  especially  along  its  junction  with  the  cartilage.  The  right  shoulder 
also  showed  a  mild  inflammatory  reaction.  The  right  elbow  was  hardened  in 
toto  without  opening.  The  other  joints  all  appeared  normal.  The  internal 
organs  showed  no  gross  lesions. 

Cultures  made  from  the  heart's  blood,  liver,  spleen,  kidney,  right  elbow, 
left  knee,  right  knee,  and  right  shoulder  showed  no  growth  whatever.  On 
the  plates  made  from  the  left  shoulder  there  occurred  quite  a  profuse  growth 
of  streptococci,  resembling  those  inoculated.  Three  loops  of  the  fluid  were 
inoculated  in  each  plate,  and  on  each  about  fifty  colonies  developed.  Cover- 
slips  made  from  the  exudate  in  the  left  shoulder  showed  a  moderate  number 
of  diplococci ;  no  chains  could  be  found.  It  was  impossible  to  find  any  diplo- 
cocci  or  other  bacteria  in  coverslips  made  from  any  of  the  other  joints.  Sec- 
tions were  made  from  the  right  shoulder,  left  shoulder,  right  knee,  and  right 
elbow.  The  left  shoulder  showed  the  most  marked  changes.  There  is  an 
abundant  purulent  exudate,  the  cellular  elements  of  which  are  mainly  poly- 
morphonuclear cells,  but  scattered  among  which  are  seen  many  larger  mononu- 
clear cells.  The  tissues  about  the  joint  also  show  a  marked  polymorphonuclear 
infiltration,  and  there  are  everywhere  very  marked  edema  and  congestion  of 
the  blood  vessels.  Notwithstanding  the  marked  inflammatory  reaction,  how- 
ever, the  free  surface  of  the  cartilage  is  perfectly  smooth.  The  right  shoulder 
shows  a  milder  infection,  though  there  is  a  considerable  inflammatory  exu- 
date, containing  many  polymorphonuclear  leucocytes,  with  thickening  and 
infiltration  of  the  capsule,  especially  of  the  villus  projections  about  the  edges 
of  the  joint.  The  right  elbow  also  shows  ((uite  a  marked  inflammatory  reac- 
tion of  the  same  nature  as  seen  in  the  shoulders.  As  this  joint  was  not  opened 
before  hardening,  the  increased  exudate  into  the  joint  is  very  well  shown. 
The  tissues  outside  the  joint  do  not  show  such  marked  changes  as  were  seen 
in  the  left  shoulder.  The  right  knee  shows  the  plightest  changes  of  all,  though 
even  here  the  congestion  and  infiltration  of  the  villi  is  very  well  marked. 

Rabbit  II. — Inoculated  with  emulsion  made  from  growth  on  four  glycerin 
agar  tubes  of  organism  obtained  from  the  joint  of  Rabbit  I.  Death  occurred 
in  twelve  hours.    Joints  normal. 

Rabbit  III. —  Inoculated  III-2-'0i,  intravenously.  The  emulsion  was 
made  from  growth  on  three  glycerin  agar  tubes  of  organisms  obtained  from 
joint  of  Rabbit  I.  Two  days  later  the  rabbit  was  very  lame  in  the  left  fore 
leg,  and  it  seemed  sick  and  not  inclined  to  move  about.  This  lameness  and 
apparent  weakness  and  sickness  continued  until  III-7-'04,  when  the  animal 
began  making  inco-ordinated  movements,  throwing  itself  about  in  the  cage 
and,  when  placed  on  the  floor,  running  about  violently  in  various  directions, 
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apparently  not  seeing  where  it  was  going  and  running  its  head  into  the  walls. 
Respiratory  movements  were  very  jerky  and  rapid.  The  animal  died  in  the 
afternoon. 

Autopsy.  -Joints:  The  muscles  and  tissues  about  the  left  shoulder  joint 
appeared  very  edematous.  On  opening  the  joint  the  capsule  w^as  found  to  be 
distended  with  a  moderate  amount  of  a  yellowish,  purulent,  cloudy  fluid. 
The  cartilage  appeared  normal.  The  inner  surface  of  the  capsule  was 
injected.  The  right  shoulder  joint  resembled  the  left.  The  capsules  of  th-j 
left  knee  and  of  both  hips  were  also  slightly  injected,  and  in  these  joints  there 
was  a  slight  increase  in  the  amount  of  fluid  which  w^as  slightly  cloudy.  The 
other  joints  appeared  normal. 

Heart:  There  was  quite  marked  dilatation,  especially  of  the  right  side. 
The  tricuspid  and  pulmonary  valves  appeared  normal.  The  aortic  valves  also 
appeared  thin  and  normal.  Adhering  to  the  edge  of  one  of  the  cups  of  the 
mitral  valve  was  a  long  clot  which,  on  attempting  to  remove  it,  was  found  to 
be  a  thrombus  attached  to  a  rough  area  on  the  valve.  This  area  was  covered 
by  small  vegetations. 

The  liver  was  congested.  The  spleen  appeared  normal.  The  left  kidney 
w^as  larger  than  the  right  and  contained  numerous  small  abscesses  the  size  of 
a  pinhead.  The  pelvis  of  the  left  kidney  was  injected  and  distended,  and 
contained  a  purulent  fluid.  The  urine  was  very  cloudy,  and  contained  a  large 
amount  of  sediment.    The  bladder  mucosa  was  injected. 

Cultures  made  from  both  shoulders  showed  numerous  streptococci- 
There  was  also  a  growth  of  a  few  streptococci  from  the  right  hip.  No  growth, 
however,  occurred  in  the  cultures  from  the  left  knee  and  right  elbow.  Also 
there  was  no  growth  in  the  cultures  made  from  the  heart  s  blood.  Strep- 
tococci also  grew  in  the  cultures  from  the  liver,  spleen,  and  right  kidney. 
Cultures  made  from  the  urinary  bladder  and  left  kidney  showed  a  pure 
growth  of  B.  coli  communis.  It  therefore  seems  probable  that  the  abscesses 
in  the  left  kidney  and  the  urinary  infection  were  due  to  a  secondary  infection, 
possibly  local  in  origin. 

Coverslips  made  from  the  exudate  in  both  shoulders  show  a  moderate 
number  of  diplococci.  No  chains  were  found.  No  bacteria  could  be  demon- 
strated in  smears  made  from  either  hip.  Smears  from  the  right  kidney 
showed  a  moderate  number  of  diplococci,  while  in  smears  from  the  urine  only 
short  rods  could  be  discovered.  No  bacteria  could  be  demonstrated  in  cover- 
slips  from  the  heart's  blood  or  liver.  The  left  shoulder  joint  was  removed 
entire  and  decalcified,  and  sections  were  made.  The  joint  contained  a  mod- 
erately purulent  exudate,  and  there  was  a  moderate  grade  of  infiltration  of 
the  capsule  with  polymorphonuclear  cells.  The  cartilage  appeared  normal. 
Sections  through  the  left  kidney  showed  numerous  very  small  abscesses. 

(This  case  illustrates  well  the  occurrence  of  an  endocarditis  with  involun- 
tary, inco-ordinated  movements,  which  by  a  stretch  of  the  imagination  might 
be  called  choreiform.) 

Rabbit  IV. —  This  rabbit  was  inoculated  intravenously  on  IV-8-'04  with 
an  emulsion  made  from  the  growth  on  four  glycerin  agar  tubes  of  the  strep 
tococcus  obtained  from  the  joint  of  Rabbit  III.  Three  days  later  the  animal 
was  very  lame  in  the  right  hind  leg.     The  stiflPness  extended  to  the  other 
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joints,  but  the  right  knee  remained  most  affected  and  was  considerably 
swollen.  On  IV-15-'04  the  rabbit  was  killed,  and  an  autopsy  was  performed 
immediately.  On  opening  the  right  knee  joint  it  was  found  to  contain  an 
excess  of  slightly  turbid,  sticky,  mucoid,  fluid,  containing  some  small  grayish 
flakes.  The  cartilage  was  smooth,  but  the  lining  of  the  capsule  was  hypersemic. 
The  left  elbow  also  contained  an  excess  of  a  similar  fluid,  and  the  capsule 
presented  the  same  appearance.  The  right  shoulder  joint  appearing  dis- 
tended with  fluid,  only  a  small  puncture  was  made  in  order  to  obtain  a  culture, 
and  the  whole  joint  was  then  hardened  unopened.  The  other  joints  appeared 
normal.  There  were  no  signs  of  endocarditis,  and  the  other  organs  appeared 
normal,  except  the  kidneys.  These  were  pale,  and  showed  on  section  quite 
numerous  small  pin-point  areas  which  were  grayish  and  resembled  minute 
abscesses.  Sections  made  from  these  kidneys  show  quite  numerous  small 
focal  areas  of  infiltration  with  small  round  cells.  The  capsule  is  much  thick- 
ened, and  there  is  a  new  growth  of  connective  tissue  entending  some  distance 
below  the  surface.  Practically  no  polymorphonuclear  infiltration  is  seen 
anywhere. 

Cultures  were  made  from  the  internal  organs  and  joints.  *  No  growth 
occurred  in  cultures  from  the  heart's  blood,  spleen,  liver,  or  kidney.  The 
cultures  from  the  left  shoulder,  left  knee,  and  right  elbow  were  also  sterile, 
while  in  the  cultures  from  the  right  knee,  right  shoulder,  and  left  elbow  there 
developed  a  considerable  number  of  streptococcus  colonies. 

STREPTOCOCCUS   OBTAINED   FROM    CASE    "m'cABE." 

This  was  a  case  of  cardiac  hypertrophy  and  dilatation  in  a  man 
aged  thirty-one.  He  had  been  a  stoker  and  worked  very  hard. 
No  other  etiological  factor  conld  be  obtained.  He  had  never  had 
rheumatism,  any  form  of  arthritis,  or  any  acute  infection.  The 
patient  was  admitted  to  the  hospital  on  1-25,  and  from  this  time 
until  III-5  he  suffered  with  severe  symptoms  of  cardiac  insufli- 
ciency,  but  there  was  no  fever.  On  II-5,  however,  the  temperature 
suddenly  rose,  and  he  began  having  high  fever,  sweating,  and 
delirium.  Blood  cultures  on  III-7  showed  the  presence  of  strep- 
tococci in  large  numbers,  140  colonies  to  1  c.c.  of  blood.  The 
patient  died  on  III-8.  At  autopsy  marked  sclerosis  of  the  coro- 
nary vessels  was  found  with  fibrous  myocarditis,  but  there  was  no 
acute  or  chronic  endocarditis.  In  addition,  there  were  infarction 
of  the  lungs  and  acute  pleurisy. 

INOCULATION  EXPERIMENTS  WITH  ORGANISM  OBTAINED  FROM  BLOOD  DURING  LIFE. 

Rabbit  /.—Inoculated  III-29-'04,  intravenously,  with  emulsion  made  from 
twenty-four-hour  growth  on  six  glycerin  agar  tubes.  On  the  following  day 
the  rabbit  was  found  to  be  quite  lame  in  the  right  fore  leg.  This  lameness 
increased,  and  the  tenderness  gradually  spread  to  the  other  joints.    The 
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animal  could  not  be  induced  to  move  about,  and  passive  movements  of  the 
joints  seemed  to  cause  pain.  No  evident  swelling  in  any  of  the  joints  could 
be  made  out.  Three  days  after  inoculation  the  animal  began  to  show  general 
convulsive  twitchings  of  all  the  extremities.  These  convulsive  movements 
increased  up  to  the  time  of  death,  which  occurred  on  the  following  day. 

Autopsy.  -The  pericardium  contained  a  moderate  increase  of  slightly 
turbid,  bloody  fluid.  The  endocardium  was  slightly  blood-stained :  no  endo- 
carditis made  out.  No  abscesses  were  found  in  the  liver,  spleen,  kidneys,  or 
lungs.  The  tissues  about  the  right  knee  were  slightly  edematous.  The 
lining  of  the  capsule  was  reddened  and  covered  with  a  thick,  sticky,  turbid 
fluid.  The  capsule  of  the  joint  was  moderately  distended.  There  was  also  some 
edema  about  the  left  knee.  The  entire  joint  was  hardened  unopened.  Both 
elbows  and  the  left  knee  showed  changes  similar  to  those  seen  in  the  right 
knee.  The  involvement  of  the  right  tarsus  was  greater  than  that  of  the 
other  joints,  the  edema  of  the  tissues  about  being  very  marked  and  the 
exudate  quite  purulent.  No  changes  could  be  detected  in  the  right  hip,  and 
in  the  left  hip  there  was  merely  slight  reddening  of  the  lining  of  the  joint, 
and  a  moderate  increase  of  sticky,  slightly  turbid  fluid. 

Sections  were  made  from  the  elbow^s,  knees,  shoulders,  and  tarsal  joints, 
the  left  knee  and  right  elbow  being  hardened  unopened.  In  all  the  joints 
examined  there  was  found  a  mucopurulent  exudate,  with  a  slight  infiltration 
of  the  capsule  and  synovial  membrane  with  polymorphonuclear  leucocytes, 
the  most  marked  changes  being  noted  near  the  folding  of  the  membrane  upon 
itself  about  the  bone,  while  the  cartilage  in  all  cases  was  quite  smooth  and 
appeared  normal. 

Coverslips  made  from  the  pericardium  showed  quite  numerous  diplococci 
and  short  chains  of  two  or  three  pairs  of  cocci.  In  those  made  from  the 
heart's  blood,  liver,  and  kidneys  diplococci  were  found  in  considerable  num- 
bers, and  aliio  a  few  short  chains  consisting  of  three  or  four  pairs  of  diplo- 
cocci ;  but  no  long  chains  were  found.  In  coverslips  made  from  both  eU)ows, 
both  tarsal  joints,  right  shoulder,  right  kn>  e,  and  left  hip,  cocci  were  found, 
though  in  variable  number,  very  many  being  present  in  the  joints  most 
involved,  while  in  those  less  involved  fewer  were  present.  In  all  cases  the 
coL-ci  were  in  the  form  of  diplococci,  occasionally  short  chains  of  two  or  three 
pairs  being  seen.  In  all  cases  there  were  numerous  polymorphonuclear  cells, 
though  small  mononuclear  cells  were  also  present  in  considerable  numbers. 
The  cocci  were  in  all  cases  extra-cellular. 

Cultures  from  the  heart's  blood,  kidney,  and  liver,  showed  typical  strepto- 
cocci growing  in  broth  into  long  chains.  There  occurred  also  a  moderately 
profuse  growth  on  i)lates  made  from  the  left  tarsal  joints,  left  hip,  right  knee, 
and  right  shoulder.  In  all  cases  the  growth  was  a  pure  one  of  typical  strepto- 
cocci growing  into  long  chains. 

STREPTOCOCCUS    FROM    CASE    "'GOLD."'' 

This  case  was  one  of  em[)yema,  probably  following  an  acute 
lobar  pneumonia,  though  the  onset  was  rather  insidious.  There 
had  ntver  l>een  any  rheumatism  or  arthritis.     The  heart  sounds 
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were  clear.  On  aspiration  of  the  chest  turbid,  purulent  fluid 
was  obtained,  cultures  from  which  gave  a  pure  growth  of  strepto- 
cocci. The  chest  was  later  freely  opened,  drainage  established, 
and  the  patient  made  a  complete  recovery. 

INOCULATION   EXPERIMENTS. 

Rabbit  /.—This  rabbit  died  twenty-four  hours  after  inoculation  intra- 
venously with  an  emulsion  made  from  the  twenty-four-hour  growth  on  five 
glycerin  agar  tubes.  At  autopsy  no  joint  involvement  could  be  made  out, 
though  coverslips  from  the  right  knee  showed  a  few  puss  cells,  and  a  con- 
siderable number  of  .diplococci  and  short  chains  of  cocci.  Cultures  and 
coverslips  from  the  internal  organs  all  showed  streptococci. 

Rabbit  //.—This  rabbit  died  twelve  hours  after  inoculation  with  an 
emulsion  made  from  the  twenty-four-hour  growth  on  three  glycerin  agar 
tubes.  No  changes  in  any  joints  were  found  at  autopsy.  Cultures  showed  a 
general  septicemia,  but  cultures  from  the  joints  were  negative. 

Rabbit  ///.—Inoculated  IV-23-'04  with  an  emulsion  made  from  the 
twenty-four-hour  growth  on  two  glycerin  agar  tubes.  The  animal  did  not 
appear  very  sick  following  this  injection,  until  the  fourth  day  when  the  lame- 
ness was  quite  marked.  Both  fore  legs  and  the  right  hind  leg  seemed'  affected. 
The  animal  moved  about  with  difficulty.  This  condition  of  stiffness  and 
lameness  persitfted  and  increased  until  IV-30-'04,  seven  days  after  inocula- 
tion, when  death  occurred. 

Autopsy  showed  no  endocarditis  and  no  purulent  foci  in  any  of  the 
internal  organs.  Both  knees  appeared  normal.  There  was  considerable 
edema  about  both  tarsal  joints,  and  the  capsules  were  reddened  and  distended 
with  sticky,  turbid  fluid.  The  right  hip  showed  a  slight  turbid  exudate  and 
reddening  of  the  capsule.  The  left  elbow  and  both  shoulders  ijso  showed  a 
similar  mild  involvement.  The  left  hip  and  right  elbow  appeared  normal. 
Both  shoulder  joints  were  hardened  entire.  Sections  through  these  showed 
the  joint  moderately  distended  with  a  muco-purulent  exudate  and  an  infiltra- 
tion of  the  capsule.  In  the  left  shoulder  the  cartilage  was  somewhat 
roughened  and  irregular,  but  whether  this  was  due  to  the  inflammation  or  to 
manipulation  could  not  be  determined. 

Coverslips  from  the  kidney  and  spleen  showed  a  moderate  number  of 
diplococci.  In  the  heart's  blood  no  cocci  could  be  definitely  detected.  In 
coverslips  from  the  right  hip,  the  right  ankle,  and  the  left  knee  diplococci 
were  present  in  considerable  numbers;  no  chains  could  be  found.  In  the 
left  ankle  the  diplococci  were  in  much  smaller  numbers,  and  a  few  short 
chains  of  two  and  three  pairs  were  found. 

Cultures  made  from  the  spleen  and  kidney  showed  a  moderately  profuse 
growth  of  streptococci.  The  cultures  from  the  liver  and  heart's  blood  showed 
a  very  scant  growth  of  streptococci.  They  were  present  in  cultures  from  the 
left  knee,  right  tarsus,  and  right  shoulder  in  moderate  numbers ;  much  fewer 
in  the  left  ankle,  while  in  cultures  made  from  the  right  knee,  right  elbow,  and 
left  shoulder  no  growth  occurred. 

Rabbit  IV.— This  is  the  same  rabbit  as  Rabbit  IV  under  those  inocu- 
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lated  with  organism  '^Rand.'*  Alter  repeated  inoculation  with  this  organism 
and  repeated  attacks  of  lameness,  it  was  thought  that  a  moderate  grade  of 
immunity  had  been  established,  so  that  it  was  inoculated  with  the  organism 
obtained  from  the  case  '"Gold**  which  appeared  more  Tirulent.  Inoculated 
IV-12-X>I  with  emulsion  made  from  growth  on  two  glycerin  agar  tubes. 
After  three  days  the  animal  did  not  appear  lame  or  sick.  It  was  again  inocu- 
lated with  an  emubion  made  from  the  growth  on  four  glycerin  agar  tubes. 
Pour  days  later  the  rabbit  died.  During  life  no  swelling  of  the  joints  was 
detected :  the  animal  did  not  appear  lame. 

Autopsjf,—  No  purulent  foci  in  the  heart,  lungs,  liver,  spleen,  or  kidneys. 
The  right  testicle  was  found  to  be  swoUen.  the  capsule  red  and  hemorrhagic. 
No  area  of  softening  or  absce«»  formation  could  be  made  out  on  section. 
Joints:  The  right  knee  was  larger  than  the  left.  The  joint  contained  an 
excess  of  thick,  sticky,  turbid  fluid,  while  the  capsule  was  reddened  and 
showed  minute  areas  of  injection,  but  the  cartilage  appeared  normaL  The 
left  knee  had  a  similar  appearance,  though  was  not  so  ewoUen  as  the  right. 
No  changes  were  made  out  in  either  hip.  The  elbows,  left  shoulder,  and  left 
tarsus  also  appeared  normal.  The  right  shoulder  and  right  ankle  showed 
changes  similar  to  those  seen  in  the  knees. 

Coverslips  made  from  the  heart's  blood,  liver,  spleen,  and  kidney  all 
showed  diplococci.  A  few  very  short  chains  of  two  or  three  pairs  were  also 
seen.  In  coverslips  from  both  knees  and  from  the  right  shoulder  numerous 
diplccocci  were  found.  In  coverslips  from  the  left  shoulder  the  diplococci, 
while  present,  were  very  few  in  number.  In  cultures  made  from  the  heart's 
blood,  liver,  kidney,  spleen,  and  testicle  there  occurred  a  pure  growth  of 
streptococci.  There  occurred  also  a  pure  growth  in  the  cultures  from  the 
knee@  and  from  the  right  shoulder :  in  these,  however,  the  number  of  colonies 
was  much  less  than  in  cultures  from  the  internal  organ. 

Sections  were  made  from  the  right  knee  and  right  shoulder.  These 
show,  in  addition  to  the  acute  changes  seen  in  the  other  rabbits,  very  marked 
thickening  of  the  villous  outgrowths  and  an  infiltration  of  them  with  poly- 
morphonuclear leucocytes.  There  is  marked  endarteritis  of  the  vessels  of 
these  villi.  The  cape^ule  is  thickened,  and  in  places  the  cartilage  covering 
the  end  of  the  bone  is  much  eroded  and  has  become  fibrous  and  infiltrated. 
The  right  testicle  shows  a  diffuse  acute  inflammation  and  fcxsi  where  the 
polymorphonuclear  intiltration  is  more  marked,  but  without  true  abscess 
formation. 

STREPTOCOCCUS   OBTAINED    FBOM    CASE    "D." 

This  was  a  case  of  acnte,  apparently  uncomplicated  appendi- 
citis. Appendectomy  was  performed,  following  which  the  patient 
continued  to  have  high  fever,  sweating,  and  the  clinical  features 
of  septicemia.  There  were  no  signs  of  peritonitis;  there  was 
no  arthritis.  BUxxi  cultures  showed  the  presence  of  strepto- 
coccus. The  patient  died.  Permission  for  autopsy  could  not  be 
obtained. 
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INOCULATION   EXPERIMENTS   WITH   STREPTOCOCCUS   OBTAINED   FROM   BLOOD. 

Rabbit  I ,  Innoculated  IV-6-'04  with  emulsion  made  from  the  twenty- 
four-hour  growth  on  six  glycerin  agar  tubes.  Three  days  later  the  animal 
became  lame  in  the  left  fore  leg,  and  it  also  showed  some  general  stiffness  of 
all  extremities.  There  was  gradual  improvement  of  this  condition,  and  on 
lV-12-'0t  a  second  inoculation  was  made  of  the  growth  on  three  glycerin 
agar  tubes.  As  following  this  the  animal  continued  to  show  no  symptoms,  a 
third  inoculation  of  the  growth  on  four  glycerin  agar  tubes  was  made  on  IV- 
15-'04,  and  a  fourth  one  of  the  growth  on  six  glycerin  agar  tubes  on  IV-16-'04. 
Two  days  later  the  rabbit  appeared  very  lame  on  the  left  hind  leg.  The 
lameness  increased,  the  swelling  of  the  left  tarsus  became  more  marked,  and 
on  IV- 21-04  the  rabbit  was  killed. 

Autopsy, —  No  focal  lesions  could  be  made  out  in  any  of  the  viscera.  All 
the  joints  appeared  normal,  except  the  left  shoulder  and  the  left  tarsus. 
These  joints  showed  exudate  and  capsular  inflammation,  exactly  as  seen  in 
the  other  rabbits. 

Coverslips  made  from  heart's  blood,  spleen,  liver,  and  kidney  were  nega- 
tive. Neither  were  any  cocci  found  in  the  coverslips  made  from  the  right 
shoulder  and  right  knee.  In  those  made  from  the  left  shoulder,  however,  a 
very  few  diplococci  were  found.  Cultures  made  from  the  heart's  blood,  liver, 
.spleen,  and  kidney,  and  from  both  knees,  were  also  negative,  but  in  the 
cultures  from  the  left  shoulder  a  moderate  growth  of  streptococci  occurred. 

STREPTOCOCCUS    OBTAINED    FROM    CASE    **L."" 

This  was  a  child  aged  three  years,  suffering  with  tuberculosis 
of  the  tibia.  The  knee  joint  was  not  involved.  Operation  was 
{)erf ormed,  and  the  child  was  doing  well  when  it  developed  scarlet 
fever,  contracted  apparently  from  another  child  in  the  ward. 
Following  the  acute  symptoms  of  the  scarlet  fever  there  developed 
an  acute  cervical  adenitis.  The  glands  were  incised,  and  from  the 
purulent  contents  cultures  were  made  which  showed  a  pure  growth 
of  streptococci. 

INOCULATION   EXPERIMENTS. 

Rabbit  /.—  On  I V-28-'04  this  rabbit  was  inoculated  intravenously  with  an 
emulsion  made  from  the  twenty-four-hour  growth  on  three  glycerin  agar 
tubes.  Death  occurred  twenty  hours  after  inoculation.  No  distinct  changes 
could  be  made  out  in  any  of  the  joints.  Cultures  made  from  the  various 
organs  showed  streptococci,  and  they  also  grew  in  cultures  made  from  both 
knee  joints. 

Rabbit  II  -  This  rabbit  was  inoculated  V-4-'04  with  an  emulsion  made 
from  the  twenty  four-hour  growth  on  one  glycerin  agar  tube.  No  lameness 
that  could  be  detected  resulted,  and  death  occurred  after  forty-eight  hours. 
No  gross  lesions  could  be  detected  in  this  rabbit.  Both  knees  appeared  a 
little  injected,  but  the  changes  were  not  detinite. 

Coverslips  showed  diplococci,  and  short  chains  in  the  internal  organs  and 
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lileo  in  both  knees.    Streptococci  were  also  cultivated  from  both  knees  as 
well  as  from  the  internal  organs. 

Rabbit  III.—  On  V-16-'04  this  rabbit  was  inoculated  with  one-fourth  of 
an  emulsion  made  from  the  growth  on  one  glycerin  agar  tube.  After  two 
days  there  was  quite  evident  lameness  in  the  left  hind  leg.  This  lameness 
continued,  there  appeared  general  stiffness,  and  on  V-21-'04,  or  five  days  after 
inoculation,  death  occurred.  No  macroscopic  focal  lesions  were  found  in  any 
of  the  internal  viscera.  The  joints  were  all  carefully  examined,  and  no 
changes  could  be  made  out  in  any  of  them  except  the  right  tarsus,  both  hips, 
and  both  shoulders.  These  showed  a  moderate  distension  with  turbid  fluid, 
injection  of  the  capsule,  etc.,  exactly  as  was  seen  in  the  other  rabbits.  This 
was  also  well  shown  in  the  microscopical  examination  of  the  sections  made 
through  the  left  shoulder.  Coverslips  made  from  the  heart's  blood  of  this 
rabbit  showed  quite  long  chains  of  cocci,  some  of  them  composed  of  twenty  to 
thirty  cocci.  (This  was  the  only  case  in  which  this  was  noted.)  Coverslips 
from  the  affected  joints,  however,  showed  only  diplococci.  Cultures  made 
from  the  heart's  blood,  liver,  and  kidney  showed  quite  a  profuse  growth  of 
streptococci.  Streptococci  in  smaller  numbers  also  grew  from  the  light 
shoulder,  right  knee,  and  left  hip.  No  growth  occurred  in  the  cultures  from 
the  left  knee.  In  the  cultures  made  from  this  case,  in  addition  to  the  strep- 
tococci, there  also  grew  from  the  heart's  blood,  liver,  kidney,  and  right  shoulder 
a  few  large  colonies,  which  were  identified  as  B.  coli.  As.  they  occurred  in 
such  small  number  in  only  a  part  of  the  cultures,  and  the  autopsy  was  not 
performed  for  some  hours  after  death,  it  is  probable  that  this  was  a  post- 
mortem invasion  or  a  contamination. 

It  will  thus  be  seen  that  experiments  were  undertaken  with 
six  races  of  streptococci  aside  from  those  with  the  race  obtained 
from  a  possible  rheumatic  endocarditis  Case  "Rand."  The  sourcep 
of  these  various  races  were :  peritonitis  following  carcinoma  of  the 
stomach;  puerperal  fever-autopsy;  blood  during  life  in  terminal 
septicemia  following  myocarditis;  empyema;  blood  during  life  in 
septicemia  following  appendicitis;  scarlet  fever  adenitis. 

The  diversity  in  the  sources  of  these  races  renders  it  impossible 
that  they  could  all  have  had  any  association  with  rheumatism,  so 
that  we  could  not  have  been  working  always  with  the  so-called 
"Micrococcus  rheumaticus." 

Our  experience,  as  shown  by  the  protocols,  shows  no  essential 
difference  in  the  results  obtained  between  the  several  races  studied, 
except  in  the  virulence;  that  is,  the  amount  necessary  to  produce 
the  desired  results.  So,  too,  a  careful  comparison  of  our  results 
with  those  obtained  by  Poynton  and  Paine,  and  others,  fails  to 
show  any  essential  differences.     The  essential  point  claimed  for 
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the  characterization  of  the  specific  coccus  causing  rheumatism  is 
its  ability  to  produce  arthritis  and  endocarditis  when  inoculateil 
intravenously  into  rabbits. 

With  all  seven  races  studied  intravenous  inoculation  of  amounts 
insufficient  to  cause  death  of  the  animals  within  six  or  seven  days 
led  to  the  production  of  mild  grades  of  arthritis.  The  only  reason 
we  have  to  offer  why  this  arthritis  has  not  previously  been  noted 
by  all  observers  who  have  done  experimental  work  with  strepto- 
cocci is  that  usually  such  work  is  done  with  the  idea  of  testing 
the  pathogenicity  of  organisms,  usually  determined  by  the  amount 
and  time  necessary  to  produce  a  fatal  result,  and  when  post-mortem 
examinations  were  made  the  joints  have  not  been  carefully  studied 
as  a  routine  procedure.  During  life  a  rabbit  having  arthritis  will 
usually  remain  quiet  in  one  comer  of  the  cage,  and  it  is  only 
when  the  rabbit  is  placed  on  the  open  floor  and  urged  to  move 
about  that  the  lameness  is  detected.  So,  too,  in  most  cases  the 
swelling  of  the  joint,  unless  extreme,  is  rather  difficult  to  detect 
through  the  thick  skin  and  fur.  Often  a  considerable  distension 
of  the  joint  and  edema  of  the  surrounding  tissues  has  been  found 
after  dissecting  away  the  skin,  when  previously  it  could  not  with 
certainty  be  detected.  In  many  cases  the  joint  affection  is  mild, 
i  and  unless  one   were  especially  interested  in  looking  for  it,  it 

I  might  be  overlooked.     It  is  only  by  making  a  routine  examina- 

\  tion  of  all  joints  that  the  lesions  are  discovered. 

I  From  the  work  given  it  seems  that,  when  streptococci  from 

*  whatever  source  are  inoculated  intravenously  into  a  rabbit,  they 

'  tend  early  to  localize  in  the  joints,  even  before  any  definite  lesions 

j  can  be  detected.     In  Rabbit  I,  Group  Case  "Gold,"  twenty-four 

I  hours  after  inoculation;  Rabbit  I,  Group  Case  "L,"  twenty  hours 

I  after  inoculation;  and  in  Rabbit  II,  Group  Case  "L,"  forty-eight 

j  hours  after  inoculation,  streptococci  could  be  found  in  the  joints 

I  with  no  evidence  of  inflammation.     In  another  rabbit  inoculated 

[  with  streptococci  from  a  case  of  meningitis,  death  occurred  thirty- 

six  hours  after  inoculation,  and  in  both  knees,  which  macroscopic- 
(  ally  appeared  normal,  streptococci  were  found  on  cover-slips  and 

'  cultures.     On  the  other  hand,  in  one  rabbit — Rabbit  II,  Group 

Case  "Gold" — dying  twelve  hours  after  inoculation,  no  organisms 
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could  be  grown  from  the  joints.  It  is  therefore  probable  that 
after  intravenous  inoculation  with  streptococci  these  organisms 
very  soon  are  found  in  the  joints,  and  finding  here  a  locus  mi  nor  is 
resisteiitiae,  or  conditions  favorable  for  their  growth,  may  persist 
here  and  set  up  a  mild  grade  of  infection.  In  certain  cases  the 
organisms  may  disappear  from  all  the  other  parts  of  the  body,  and 
remain  in  the  joints,  as  in  Rabbit  IV,  *' Streptococcus  No.  2228,*' 
where  one  week  after  infection  no  organisms  could  be  cultivated 
from  any  of  the  internal  organs,  while  they  readily  grew  from 
certain  joints. 

In  most  cases  the  joint  aflfection  set  up  is  mild  and  tends  to 
recovery.  This  tendency  to  re<;over  is  well  seen  in  Rabbit  IV, 
Group  "Rand,"  in  which  for  four  months  arthritis  was  repeatedly 
induced,  and  just  as  often  recovery  took  place. 

In  most  cases  the  pathological  changes  in  the  joints  are  mild, 
consisting  mainly  of  edema  about  the  joint,  moderate  increase  of 
fluid  within  the  joint,  the  fluid  becoming  turbid,  sticky,  and 
tenacious;  injection  of  the  capsule  and  slight  infiltration,  mainly 
of  the  villi,  with  polymorphonuclear  leucocytes.  In  only  one  or 
two  joints  did  the  appearance  resemble  that  seen  in  severe  septic 
arthritis.  It  must  be  said  that  the  features  were  more  like  those 
seen  in  acute  articular  rheumatism,  though  in  the  cases  which  I 
have  seen  of  articular  rheumatism  with  exudate  into  the  joints  the 
exudate  has  always  been  quite  thin  and  fluid,  though  frequently 
clotting  quickly  after  removal. 

Endocarditis, — In  two  of  the  rabbits  a  true  endocarditis  was 
present.  One  of  them  was  inoculated  with  streptococcus  from  the 
peritonitis  case,  the  other  from  the  puerperal  fever  case.  Section 
through  the  valves  in  both  of  these  cases  showed  a  typical  acute 
valvular  endocarditis.  In  several  of  the  other  rabbits  there  was 
slight  thickening  of  the  valves  noted,  which  at  first  was  thought 
possibly  due  to  endocarditis,  but  on  section  they  were  found  to  be 
merely  slight  thickenings,,  too  old  to  have  been  due  to  the  inocu- 
lations. In  both  of  the  cases  the  mitral  valve  was  the  one  affected, 
and  the  involvement  consisted  of  small  vegetations  along  the  edge 
of  closure.  While  in  this  series  of  inoculation  experiments 
endocarditis  did  not  occur  so  frequently  as  in  some  of  the  series 
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reported  by  English  observers,  yet  the  fact  that  typical  endocarditis 
occurred  with  two  of  the  organisms  studied,  and  that  this  endo- 
carditis was  indentical  with  that  described  by  the  other  observers, 
makes  a  diflferentiation  of  the  organism  on  this  ground  untenable. 

Chorea, — Several  observers  have  claimed  to  have  produced 
chorea  in  rabbits  by  the  intravenous  injection  of  the  *' Micrococcus 
rheumaticus."  I  have  not  been  able  to  find  any  complete  descrip- 
tion by  Poynton  and  Paine  of  the  symptoms  resembling  chorea 
produced  by  them,  though  they  repeatedly  refer  to  having  pro- 
duced chorea  in  rabbits.  Beattie  describes  one  rabbit  in  which 
on  the  second  day  after  inoculation  '*  there  was  very  definite 
chorea,  with  twitching  of  the  head  and  eyes  to  the  right  side. 
When  the  animal  attempted  to  walk  it  fell  to  the  right  side  and 
the  twitching  became  much  more  marked."  Two  days  later  ''the 
chorea  was  much  less  marked,"  and  on  the  following  day  **the 
twitchings  had  practically  ceased." 

Referring  to  the  protocols  previously  given,  it  will  be  seen  that 
Rabbit  I,  Group  "McCabe,"  and  Rabbit  III,  Group  No.  2228, 
showed  similar  convulsive  inco-ordinate  movements  before  death. 
Most  clinicians,  however,  would  doubt  the  diagnosis  in  a  case  of 
chorea  lasting  two  or  three  days,  and  I  should  hardly  like  to  say 
that  the  features  in  mij  rabbits  at  least  resembled  even  remotely 
a  case  of  chorea.  In  Beattie's  case,  from  the  description  of  move- 
ments, always  in  one  direction,  one  would  think  it  more  probable 
that  a  focal  abscess  or  a  localized  meningitis  had  been  present. 

It  may  be  stated  that,  while  slight  morphological  and  cultural 
differences  existed  between  the  various  races  of  streptococci  stud- 
ied, none  of  these  were  constant  enough  to  speak  of  a  distinct 
variety.  Each  one  differed  slightly  from  the  other  in  its  manner 
of  growth  in  bouillon,  its  growth  in  milk,  etc.  To  make  such  com- 
parative studies  pf  any  value,  they  should  be  repeated  at  intervals 
over  a  considerable  length  of  time,  to  make  certain  that  the  char- 
acteristics have  at  least  a  fair  degree  of  constancy.  This  has  not 
yet  been  done  with  the  organisms  studied.  So  far  as  length  of 
chain  is  concerned,  corresponding  with  the  observations  of  many 
others,  we  could  determine  no  constant  character,  as  this  property 
seemed  to  depend  much  more  on  the  character  and  reaction  of  the 
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medmm  used  than  on  the  race  of  the  organism.  It  is  worth  while, 
however,  referring  again  to  the  fact  that  in  smears  made  from  the 
joints,  and  also  to  a  considerable  degree  from  the  organs  of  rabbits 
inoculated  with  streptococci,  long  chains  are  almost  never  met 
with,  the  cocci  appearing  as  diplococci  or  as  very  short  chains 
composed  of  a  few  diplococci,  and  in  these  pairs  the  individual 
cocci  are  usually  somewhat  flattened  on  one  side,  the  flat  sides 
approximated,  causing  the  cocci  to  have  a  long  diameter  transverse 
to  the  length  of  the  chain.  It  may  be  that  this  fact  is  responsible 
for  the  so-called  organism  of  rheumatism  having  sometimes  been 
called  a  diplococcus  and  again  a  streptococcus  by  various 
observers. 

It  will  be  seen  from  the  protocols  that  there  was  considerable 
variation  in  the  pathogenicity  as  measured  by  the  lethal  dose  of 
the  races  studied.  Thus,  while  with  certain  of  the  organisms  an 
emulsion  made  from  the  growth  on  six  to  eight  tubes  could  be 
safely  inoculated,  in  the  case  of  the  streptococcus  obtained  from 
the  cervical  adenitis  in  scarlet  fever,  one-fourth  of  a  tube  caused 
death  in  five  days  when  so  inoculated.  It  is  of  interest  that  this 
race  from  a  local  lesion  should  have  been  so  much  more  pathogenic 
than  those  obtained  from  general  infections. 

CONCLUSIONS. 

Arthritis  and  endocarditis  may  be  produced  by  the  intravenous 
inoculation  of  rabbits  with  streptococci  from  various  sources,  and 
the  results  obtained  are  quite  similar  to  those  described  as  result- 
ing from  the  inoculation  of  the  so-called  "Micrococcus"  or  "Dip- 
lococcus rheumaticus." 

Therefore  the  description  of  a  distinct  variety  or  species  of 
streptococci  based  on  this  property  of  causing  endocarditis  and 
arthritis  is  unwarranted.  Whether  the  evidence  is  sufficient  that 
acute  rheumatic  fever  is  simply  a  form  of  streptococcus  septicemia 
it  is  not  intended  to  discuss  in  this  paper, 
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CORRIGENDA. 

On   pp.  112-126,  the  chemical  formula  Na2C2H40«  should  read  NasC4H40ft 

throughout  the  paper. 
P.  231,  third  line  beneath  the  diagram :  instead  of  "  lobular  "  read  "  lobar." 
P.  341,  line  2:  instead  of  "their"  read  "this." 
P.  521,  line  15:  instead  of  "Plate  III"  read  '» Plate  XIII." 
P.  526,  line  2:  instead  of  "Plate  XVI,  Fig.  5"  read  "Plate  XVI,  Fig.  4." 
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